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Figure 1B
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FIGURE 8
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FIGURE 10
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FIGURE 11
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FIGURE 12
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FIGURE 13
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FIGURE 17
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MOUSE CARRYING A KNOCK-OUT
MUTATION OF THE QPCT-GENE

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application claims priority from U.S. Provisional
Application Ser. No. 61/020,784 filed on Jan. 14, 2008,
which is incorporated herein by reference in its entirety.

INCORPORATION-BY-REFERENCE OF
SEQUENCE LISTING

The Sequence Listing, which is a part of the present
disclosure, includes a computer readable form and a written
sequence listing comprising nucleotide and/or amino acid
sequences of the present invention. The sequence listing
information recorded in computer readable form is identical
to the written sequence listing. The subject matter of the
Sequence Listing is incorporated herein by reference in its
entirety.

FIELD OF THE INVENTION

The present invention relates generally to knock-out ani-
mals, in particular mouse models having a knock-out muta-
tion of the Qpct gene.

BACKGROUND OF THE INVENTION

Qpct (i.e. glutaminyl peptide cyclotransferase), also
termed glutaminyl cyclase (QC, EC 2.3.2.5) catalyzes the
intramolecular cyclization of N-terminal glutamine residues
into pyroglutamic acid (5-oxo-proline, pGlu*) under libera-
tion of ammonia and the intramolecular cyclization of
N-terminal glutamate residues into pyroglutamic acid under
liberation of water.

Glutaminyl cyclase (QC, EC 2.3.2.5) catalyzes the intra-
molecular cyclization of N-terminal glutamine residues into
pyroglutamic acid (pGlu*) liberating ammonia. A QC was
first isolated by Messer from the Latex of the tropical plant
Carica papaya in 1963 (Messer, M. 1963 Nature 4874,
1299). 24 years later, a corresponding enzymatic activity
was discovered in animal pituitary (Busby, W. H. J. et al.
1987 J Biol Chem 262, 8532-8536; Fischer, W. H. and
Spiess, J. 1987 Proc Natl Acad Sci USA 84, 3628-3632). For
the mammalian QC, the conversion of Gln into pGlu by QC
could be shown for the precursors of TRH and GnRH
(Busby, W. H. I. et al. 1987 J Biol Chem 262, 8532-8536;
Fischer, W. H. and Spiess, J. 1987 Proc Natl Acad Sci USA
84, 3628-3632). In addition, initial localization experiments
of QC revealed a co-localization with its putative products
of catalysis in bovine pituitary, further improving the sug-
gested function in peptide hormone synthesis (Bockers, T.
M. et al. 1995 J Neuroendocrinol 7, 445-453). In contrast,
the physiological function of the plant QC is less clear. In
case of the enzyme from C. papaya, a role in the plant
defense against pathogenic microorganisms was suggested
(El Moussaoui, A. et al. 2001 Cell Mol Life Sci 58, 556-
570). Putative QCs from other plants were identified by
sequence comparisons (Dahl, S. W. et al. 2000 Protein Expr
Purif 20, 27-36). The physiological function of these
enzymes, however, is still ambiguous.

The QCs known from plants and animals show a strict
specificity for L-Glutamine in the N-terminal position of the
substrates and their kinetic behavior was found to obey the
Michaelis-Menten equation (Pohl, T. et al. 1991 Proc Natl
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Acad Sci USA 88, 10059-10063; Consalvo, A. P. et al. 1988
Anal Biochem 175, 131-138; Gololobov, M. Y. et al. 1996
Biol Chem Hoppe Seyler 377, 395-398). A comparison of
the primary structures of the QCs from C. papaya and that
of the highly conserved QC from mammals, however, did
not reveal any sequence homology (Dahl, S. W. et al. 2000
Protein Expr Purif 20, 27-36). Whereas the plant QCs appear
to belong to a new enzyme family (Dahl, S. W. et al. 2000
Protein Expr Purif 20, 27-36), the mammalian QCs were
found to have a pronounced sequence homology to bacterial
aminopeptidases (Bateman, R. C. et al. 2001 Biochemistry
40, 11246-11250), leading to the conclusion that the QCs
from plants and animals have different evolutionary origins.

EP 02 011 349.4 discloses polynucleotides encoding
insect glutaminyl cyclase, as well as polypeptides encoded
thereby. This application further provides host cells com-
prising expression vectors comprising polynucleotides of
the invention. Isolated polypeptides and host cells compris-
ing insect QC are useful in methods of screening for agents
that reduce glutaminyl cyclase activity. Such agents are
described as useful as pesticides.

The subject matter of the present invention is particularly
useful in the field of Qpct-related diseases, one example of
those being Alzheimer’s Disease. Alzheimer’s disease (AD)
is characterized by abnormal accumulation of extracellular
amyloidotic plaques closely associated with dystrophic neu-
rones, reactive astrocytes and microglia (Terry, R. D. and
Katzman, R. 1983 Ann Neurol 14, 497-506; Glenner, G. G.
and Wong, C. W. 1984 Biochem Biophys Res Comm 120,
885-890; Intagaki, S. et al. 1989 J Neuroimmunol 24,
173-182; Funato, H. et al. 1998 Am J Pathol 152, 983-992;
Selkoe, D. J. 2001 Physiol Rev 81, 741-766). Amyloid-beta
(abbreviated as AP) peptides are the primary components of
senile plaques and are considered to be directly involved in
the pathogenesis and progression of AP, a hypothesis sup-
ported by genetic studies (Glenner, G. G. and Wong, C. W.
1984 Biochem Biophys Res Comm 120, 885-890; Borchelt,
D. R. etal. 1996 Neuron 17, 1005-1013; Lemere, C. A. et al.
1996 Nat Med 2, 1146-1150; Mann, D. M. and Iwatsubo, T.
1996 Neurodegeneration 5, 115-120; Citron, M. et al. 1997
Nat Med 3, 67-72; Selkoe, D. J. 2001 Physiol Rev 81,
741-766). AP is generated by proteolytic processing of the
p-amyloid precursor protein (APP) (Kang, J. et al. 1987
Nature 325, 733-736; Selkoe, D. J. 1998 Trends Cell Biol 8,
447-453), which is sequentially cleaved by [-secretase at the
N-terminus and by 7-secretase at the C-terminus of AP
(Haass, C. and Selkoe, D. J. 1993 Cell 75, 1039-1042;
Simons, M. et al. 1996 J Neurosci 16 899-908). In addition
to the dominant Af peptides starting with L-Asp at the
N-terminus (Af1-42/40), a great heterogeneity of N-termi-
nally truncated forms occurs in senile plaques. Such short-
ened peptides are reported to be more neurotoxic in vitro and
to aggregate more rapidly than the full-length isoforms
(Pike, C. J. et al. 1995 T Biol Chem 270, 23895-23898).
N-truncated peptides are known to be overproduced in early
onset familial A (FAD) subjects (Saido, T. C. et al. 1995
Neuron 14, 457-466; Russo, C, et al. 2000 Nature 405,
531-532), to appear early and to increase with age in Down’s
syndrome (DS) brains (Russo, C. et al. 1997 FEBS Lett 409,
411-416, Russo, C. et al. 2001 Neurobiol Dis 8, 173-180;
Tekirian, T. L. et al. 1998 J Neuropathol Exp Neurol 57,
76-94). Finally, their amount reflects the progressive sever-
ity of the disease (Russo, C. et al. 1997 FEBS Lett 409,
411-416; Guntert, A. et al. 2006 Neuroscience 143, 461-
475). Additional posttranslational processes may further
modify the N-terminus by isomerization or racemization of
the aspartate at position 1 and 7 and by cyclization of
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glutamate at residues 3 and 11. Pyroglutamate-containing
isoforms at position 3 [pGlu®AP3-40/42] represent the
prominent forms—approximately 50% of the total AP
amount—of the N-truncated species in senile plaques (Mori,
H. et al. 1992 J Biol Chem 267, 17082-17086, Saido, T. C.
etal. 1995 Neuron 14, 457-466; Russo, C. et al. 1997 FEBS
Lett 409, 411-416; Tekirian, T. L. et al. 1998 J Neuropathol
Exp Neurol 57, 76-94; Geddes, J. W. et al. 1999 Neurobiol
Aging 20, 75-79; Harigaya, Y. et al. 2000 Biochem Biophys
Res Commun 276, 422-427) and they are also present in
pre-amyloid lesions (Lalowski, M. et al. 1996 J Biol Chem
271, 33623-33631). The accumulation of APN3(pE) pep-
tides is likely due to the structural modification that
enhances aggregation and confers resistance to most amino-
peptidases (Saido, T. C. et al. 1995 Neuron 14, 457-466;
Tekirian, T. L. et al. 1999 J Neurochem 73, 1584-1589). This
evidence provides clues for a pivotal rote of ABN3(pE)
peptides in AP pathogenesis. However, relatively little is
known about their neurotoxicity and aggregation properties
(He, W. and Barrow, C. J. 1999 Biochemistry 38, 10871-
10877, Tekirian, T. L. et al. 1999 J Neurochem 73, 1584-
1589). Moreover, the action of these isoforms on glial cells
and the glial response to these peptides are completely
unknown, although activated glia is strictly associated to
senile plaques and might actively contribute to the accumu-
lation of amyloid deposits. In recent studies the toxicity,
aggregation properties and catabolism of Ap1-42, Ap1-40,
[pGIu®]AB3-42, [pGlu®]AR3-40, [pGlu'']AB11-42 and
[pGlu'']AP11-40 peptides were investigated in neuronal
and glial cell cultures, and it was shown that pyroglutamate
modification exacerbates the toxic properties of Ap-peptides
and also inhibits their degradation by cultured astrocytes.
Shirotani et al. investigated the generation of [pGlu®]Af
peptides in primary cortical neurons infected by Sindbis
virus in vitro. They constructed amyloid precursor protein
complementary DNAs, which encoded a potential precursor
for [pGlu*]Ap by amino acid substitution and deletion. For
one artificial precursor starting with a N-terminal glutamine
residue instead of glutamate in the natural precursor, a
spontaneous conversion or an enzymatic conversion by
glutaminyl cyclase to pyroglutamate was suggested. The
cyclization mechanism of N-terminal glutamate at position
3 in the natural precursor of [pGlu®]Af was neither deter-
mined in vitro, in situ nor in vivo (Shirotani, K. et al. 2002
NeuroSci Lett 327, 25-28).

Thus, there is a clear need in the art for the provision of
knock-out animals, in particular knock-out mice which carry
a knock-out mutation in the Qpct gene, preferably wherein
this mutation should be provided in both a constitutive and
a conditional manner so as to enable exact investigations as
to the relevance and potential of the Qpct gene.

The aim of this invention was to develop knock-out
animals, i.e. mouse models carrying a constitutive or a
conditional knock-out mutation of the Qpct gene, respec-
tively.

SUMMARY OF THE INVENTION

The present invention comprises methods and composi-
tions for non-human knock-out, in particular mammalian,
models for Qpct-related diseases. Specifically, the present
invention comprises non-human animal models that have a
knock-out mutation in the Qpct gene, resulting in the knock-
out of Qpct.

Another aspect of the present invention comprises meth-
ods and compositions for screening for Qpct inhibitors/
effectors.
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Additionally, the present invention comprises methods
and compositions for the treatment and/or prevention of
Qpct-related diseases, particularly methods and composi-
tions that inhibit or promote Qpct.

Accordingly, it is an object of the invention to provide an
animal, which carries a Qpct knock-out mutation.

It is another object of the invention to provide DNA
constructs carrying a Qpct knock-out mutation.

It is an additional object of the invention to provide DNA
constructs carrying the Qpct knock-out mutation linked to a
promoter.

It is a further object of the invention to provide a non-
human animal model system, which carries a Qpct knock-
out mutation.

It is an additional object of the invention to provide a
non-human animal model system to study the in vivo and in
vitro regulation and effects of Qpct in specific tissue types.

It is a further object of the invention to provide a non-
human animal model system to study the function and
concentrations of pyroglutamate-modified hormones, most
preferably cytokine and chemokine function.

The present invention provides pharmaceutical composi-
tions for parenteral, enteral or oral administration, compris-
ing at least one effector of QC optionally in combination
with customary carriers and/or excipients, wherein said
effector of QC was identified by employing the screening
methods and Qpct knock-out animals of the present inven-
tion.

Other objects and features will be in part apparent and in
part pointed out hereinafter.

BRIEF DESCRIPTION OF THE DRAWINGS

Further understanding of these and other aspects of the
present invention will be gained by reference to the figures
described below. Those of skill in the art will understand that
the drawings, described below, are for illustrative purposes
only. The drawings are not intended to limit the scope of the
present teachings in any way.

FIG. 1 is a series of diagrams demonstrating the principle
for the generation of constitutive and conditional knock-out
Qcpt mouse lines. Dashed boxes represent exons. Solid line
represents intronic sequence. LoxP and FRT elements are
shown as triangles and are indicated. Neo and DTA boxes
represent the neomycin positive selection cassette and the
DTA negative selection cassette, respectively.

FIG. 2 is a schematic representation of the Qpct locus
organization. The diagram is not depicted to scale. Hatched
boxes represent exons. Solid line represents chromosome
sequence. Functionally relevant residues are highlighted.

FIG. 3 is a schematic representation of the targeting
vector. Hatched boxes represent Qpct exons. Solid line
represents Qpct intronic sequence. LoxP and FRT elements
are shown as differently oriented triangles and are indicated.
Neo and DTA boxes represent the neomycin positive selec-
tion cassette and the DTA negative selection cassette,
respectively.

FIG. 4 is a schematic representation of the murine Qpct
gene cloning. The diagram is not depicted to scale. Boxes
represent exons. Solid line represents intronic sequence. The
approximate locations of the primers that were designed for
the amplification of the 2 fragments of homology are rep-
resented by half arrows. The two resulting fragments are
depicted above.

FIG. 5 is a schematic representation of the targeting
vector construction strategy. The diagram is not depicted to
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scale. Cloning steps are represented by circled numbers and
are described in the working examples.

FIG. 6 is a schematic representation of PCR identification
of the 3' end homologous recombination event. Solid and
dotted lines represent Qpct intronic sequences located inside
and outside of the targeting vector, respectively. Boxes
represent Qpct exons. FRT sites are shown as double tri-
angles, LoxP sites are represented by triangle. Half arrows
illustrate the primer localization. The positive control vector
will be used for the screening setting up. The dotted line
within the positive control vector represents the portion of
sequence that is absent in the final targeting vector.

FIG. 7 is an image of a gel showing setting up of the 3'
end PCR screening (GX1406-TOR2-H2/GX2141-TOR2-12
primers). Lanes 1 and 12: 1 kb DNA ladder (NEBioLabs).
Lane 2 to 5: 0.1, 0.5, 1, 10 genomic equivalent copies of
TOR2-C+ plasmid. Lane 6 to 9: 0.1, 0.5, 1, 10 genomic
equivalent copies of TOR2-C+ plasmid diluted in 150 ng of
genomic DNA extracted from wild type 129Sv/Pas ES cells.
Lane 10: 150 ng of genomic DNA extracted from wild type
129Sv/Pas ES cells. Lane 11: dd H2O.

FIG. 8 is an image of a gel showing setting up of the 3'
integration event PCR reaction on ES cells transfected with
TOR2-C+ vector. Lanes 1 and 23: 1 Kb ladder (NEBioLabs).
Lanes 2 to 22: ES cell clones transfected with TOR2-C+
vector. Lane 24: 1 copy of TOR2-C+ vector. Lane 25: dd
H20.

FIG. 9 is a schematic representation of PCR identification
of the 5' end homologous recombination event. Solid and
dotted lines represent Qpct intronic sequences located inside
and outside of the targeting vector, respectively. Boxes
represent Qpct exons. FRT sites are shown as double tri-
angles, LoxP sites are represented by triangles. Half arrows
illustrate the primers’ localizations. The size of the PCR
product is given below the primers, as well as the restriction
profile obtained after digestion of the PCR product by Swal.

FIG. 10 is an image of a gel showing setting up of the '
end PCR screening (GX2633-TOR2-J2/GX2634-TOR2-K2
primers). Lane 1: 1 kb DNA ladder (NEBioLabs). Lane 2:
150 ng of genomic DNA extracted from wild type 129Sv/
Pas ES cells. Lane 3: 10 ng of genomic DNA extracted from
wild type C57BL/6 tail biopsies. Lane 4: dd H20.

FIG. 11 is a schematic representation of the 5' and 3'
Southern blot screening for the homologous recombination
event. Solid and dotted lines represent the intronic gene
sequences located inside and outside of the targeted region,
respectively; hatched boxes represent Qpct exons. LoxP
sites are shown as triangles, FRT sites are represented as
double triangles. Small rectangles represent the K and R
Southern probes. Relevant restriction sites for Southern blot
screening and the corresponding detected fragments are
indicated with double arrows. The diagram is not depicted to
scale.

FIG. 12 is an image of a gel showing setting up of the 3'
Southern blot screening strategy on wild type DNA. Lane 1
and 6: 1 Kb ladder (NEBioLabs). Lane 2: 4 ug of genomic
DNA extracted from wild type 129Sv/Pas ES cells. Lane 3:
15 ug of genomic DNA extracted from wild type 129Sv/Pas
ES cells. Lane 4: 15 pug of genomic DNA extracted from wild
type 1290la ES cells. Lane 5: 15 pg of genomic DNA
extracted from wild type C57BL/6 tail biopsies.

FIG. 13 is a schematic representation of PCR identifica-
tion of the Cre-mediated and Flp-mediated excisions events.
Solid and dotted lines represent Qpct intronic sequences
located inside and outside of the targeting vector, respec-
tively. Hatched boxes represent Qpct exons. FRT sites are
shown as double triangles, LoxP sites are represented by
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triangles. Half arrows illustrate the primers’ localizations.
The primers used for the detection of the Cre-mediated
events are TOR2-N and TOR2-I1, and for the Flp-mediated
events TOR2-N2 and TOR2-14. The size of the PCR product
is given below the primers.

FIG. 14 is an image of a gel showing 3' PCR screening of
ES cell clones for detection of correct homologous recom-
bination event. Lanes 1, 26: 1 Kb ladder (NEBioLabs).
Lanes 2 to 25: 24 resistant ES cell clones. Lane 2: positive
ES cell clone #5A1. Lane 5: positive ES cell clone #5B2.
Lane 9: positive ES cell clone #5B4. Lane 14: positive ES
cell clone #5A7. Lane 17: positive ES cell clone #5B8. Lane
19: positive ES cell clone #5B9. Lane 22: positive ES cell
clone #5A11. Lane 27: Positive control ES clone #6A10.

FIG. 15 is a series of images of gels showing 5' PCR
screening of ES cell clones for detection of correct homolo-
gous recombination event. The panel at the bottom is the
same as the top panel after a longer migration of the gel.
Lanes 1, 8: 1 Kb ladder (NEBioLabs). Lane 2: ES cell clone
#6A3, uncut. Lane 3: clone #6A3, after Swal digestion. Lane
4: ES cell clone #6C10, uncut. Lane 5: clone #6C10, after
Swal digestion. Lane 6: ES cell clone #6C3, uncut. Lane 7:
clone #6C3, after Swal digestion.

FIG. 16 is an image of a gel showing Southern blot results
for the detection of the 5' homologous recombination event.
Lanes 1, 9: 1 Kb ladder (NEBioLabs). Lane 2: ES cell clone
#5B8. Lane 3: ES cell clone #5C5. Lane 4: ES cell clone
#5C12. Lane 5: ES cell clone #6A3. Lane 6: ES cell clone
#6C3. Lane 7: ES cell clone #6C10. Lane 8: Wild type ES
cell DNA.

FIG. 17 is an image of a gel showing Southern blot results
for the detection of the 3' homologous recombination event.
Lanes 1, 9: 1 Kb ladder (NEBioLabs). Lane 2: ES cell clone
#5B8. Lane 3: ES cell clone #5C5. Lane 4: ES cell clone
#5C12. Lane 5: ES cell clone #6A3. Lane 6: ES cell clone
#6C3. Lane 7: ES cell clone #6C10. Lane 8: Wild type ES
cell DNA.

FIG. 18 is an image of a gel showing screening of the F1
animals for the detection of the Cre-mediated excision
event. The genotypes of the 7 pups (35437 to 35443 in lanes
2 to 8, respectively) derived from the breeding with Cre
deleter mice were tested by PCR using the primer combi-
nation TOR2-N/TOR2-11 to analyse the excision status of
the Qpct allele. PCR using DNA from the targeted ES clone
5C12 (lane 11), wild type mouse tail (lane 10) and a 1:100
mixture (lane 12) was used as positive controls. PCR with-
out template (lane 9) served as a negative control. M: 1 kb
DNA-Ladder (NEBioLabs).

FIG. 19 is an image of a gel showing screening of the F1
animals for the detection of the non-excised targeted allele.
The genotypes of the 7 pups 35437 to 35443 derived from
the breeding with Cre deleter mouse were tested by PCR
using the primer combination TOR2-H2/TOR2-12 (lanes 2
to 8, respectively) to analyse the presence of the neomycin
cassette. PCR using DNA from the targeted ES clone 5C12
(lane 11) and its 1:100 dilution in wild type DNA lane 12)
was used as positive control. PCR using wild type DNA
(lane 10) and H20O (lane 9) served as negative control. M: 1
kb DNA-Ladder (NEBioLabs).

FIG. 20 is an image of a gel showing screening of the
animals derived from the heterozygous constitutive Qpct
Knock-out male, for the detection of the Cre-mediated
excision event. The genotypes of the 12 pups (18242 to
18246, in lanes 2 to 6, and #18156, #18159 in lanes 7 and
8, respectively) derived from the breeding of the first het-
erozygous constitutive Qpct Knock-out male with wild type
females were tested by PCR using the primer combination
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TOR2-N/TOR2-11 to analyse the excision status of the Qpct
allele. PCR using DNA from the targeted ES clone 5C12
(lane 9), wild type mouse tail (lane 11) and a 1:100 mixture
(lane 10) was used as positive controls. PCR without tem-
plate (lane 12) served as a negative control. Lanes 1 and 13:
1 kb DNA-Ladder (NEBioLabs).

FIG. 21 is an image of a gel showing 5' Southern blot
screening of four F1 heterozygous Qpct Knock-out mice
genomic DNA digested with BamHI. Lanes 1 and 7: 1 kb
DNA ladder (NEBioLabs). Lane 2: 15 ng of genomic DNA
from tail biopsy #35438. Lane 3: 15 pg of genomic DNA
from tail biopsy #18156. Lane 4: 15 pg of genomic DNA
from tail biopsy #18159. Lane 5: 15 pg of genomic DNA
from tail biopsy #18244. Lane 6: 15 pg of wild type genomic
DNA from C57BV/6 tail biopsies.

FIG. 22 is an image of a gel showing screening of the
animals for the Flp-mediated excision event. The genotypes
of'the 7 pups (17971 to 17977 in lanes 2 to 8, respectively)
derived from the breeding of the Qpct targeted female with
Flp deleter male were tested by PCR using the primer
combination TOR2-N2/TOR2-14 to analyse the excision
status of the Qpct allele. PCR using DNA from the targeted
ES clone 5C12 (lane 11), wild type mouse tail DNA (lane
10) and a 1:100 mixture of the two previously cited DNA
(lane 12) were used as positive controls. PCR without
template (lane 9) served as a negative control. Lanes 1 and
13: 1 kb DNA-Ladder (NEBioLabs).

FIG. 23 is an image of a gel showing screening of the
animals for the detection of the non-excised targeted allele.
The genotypes of the 7 pups 17971 to 17977 derived from
the breeding of the Qpct targeted female with Flp deleter
male were tested by PCR using the primer combination
TOR2-H2/TOR2-12 (lanes 2 to 8, respectively) to analyse
the presence of the neomycin cassette. PCR using DNA from
the targeted ES clone 5C12 (lane 11) and its 1:100 dilution
in wild type DNA (lane 12) were used as positive controls.
PCR using wild type DNA (lane 10 served as negative
control. Lanes 1 and 13: 1 kb DNA-Ladder (NEBioLabs).

FIG. 24 is an image of a gel showing screening of the
animals for the detection of the Flp-mediated excision event.
The genotypes of the 12 pups (18825 to 18836 in lanes 2 to
13, respectively) derived from the breeding of the Qpct
partially Flp excised male #17973 with wild type females
were tested by PCR using the primer combination TOR2-
N2/TOR2-14 to analyse the excision status of the Qpct allele.
Lanes 1 and 14: 1 kb DNA-Ladder (NEBioLabs).

FIG. 25 is an image of a gel showing screening of the
animals for the detection of the non-excised targeted allele.
The genotypes of the 10 pups 18827 to 18836 derived from
the breeding of the Qpct partially Flp excised male #17973
with wild type females were tested by PCR using the primer
combination TOR2-H2/TOR2-12 (lanes 2 to 11, respec-
tively) to analyse the presence of the neomycin cassette.
PCR using DNA from the targeted ES clone (lane 14) and its
1:100 dilution in wild type DNA (lane 15) were used as
positive controls. PCR using H20O (lane 12) and wild type
DNA (lane 13) served as negative controls. Lane 1:1 kb
DNA-Ladder (NEBioLabs).

FIG. 26 is an image of a gel showing 3'Southern blot
screening of three F1 heterozygous conditional Qpct Knock-
out mice genomic DNA digested with Swal. Lanes 1 and 6:
1 kb DNA ladder (NEBioLabs). Lane 2: 15 pg of genomic
DNA from tail biopsy #18823. Lane 3: 15 pg of genomic
DNA from tail biopsy #18824. Lane 4: 15 pg of genomic
DNA from tail biopsy #18825. Lane 5: 15 pg of wild type
genomic DNA from C57BL/6 tail biopsies.
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FIG. 27 depicts schematic organisation of the Qpct alleles
in heterozygous animals of mouse line Pbd2.

FIG. 28 is an image of a gel showing PCR genotyping
assay for the Qpct locus in mouse line Pbd2. Lane 1:
Molecular weight marker (100 bp ladder). Lane 2: PCR
fragments generated on Pbd2 heterozygous animals. Lane 3:
PCR fragments generated on Pbd2 homozygous animals
(Qpct knockout).

FIG. 29 is a bar graph showing QC-activity in plasma of
wild-type, heterozygous and homozygous knock-out ani-
mals with respect to the Qpct locus in mouse line Pbd2.

FIG. 30 is a bar graph showing the testosterone concen-
tration in serum of male wild-type, male heterozygous and
male homozygous knock-out animals with respect to the
Qpct locus in mouse line Pbd2.

FIG. 31 is a bar graph showing the thyroxine (T4)
concentration in serum of wild-type, heterozygous and
homozygous knock-out animals with respect to the Qpct
locus in mouse line Pbd2.

Other objects, advantages and features of the invention
will become apparent upon consideration of the following
detailed description.

DETAILED DESCRIPTION OF THE
PRESENTLY PREFERRED EMBODIMENTS

The present invention pertains to

1. A non-human animal comprising cells containing a DNA
Qpct gene carrying a knock-out mutation.

2. The non-human animal of item 1, wherein the animal is
a rat.

3. The non-human animal of item 1, wherein the animal is
a mouse.

4. The non-human animal of any of items 1 to 3, wherein the
Qpct gene is of murine origin.

5. The non-human animal of item 4, wherein the murine
Qpct gene has the sequence of SEQ ID No. 22.

6. The non-human animal of any of items 1 to 3, wherein the
Qpct gene is of human origin.

7. The non-human animal of any of items 1 to 6, wherein the
animal is heterozygous for the Qpct gene.

8. The non-human animal of any of items 1 to 6, wherein the
animal is homozygous for the Qpct gene.

9. The non-human animal of any of items 1 to 8, wherein the
Qpct gene is a recombinant gene.

10. The non-human animal of any of items 1 to 9, wherein
the Qpct gene carries a constitutive knock-out mutation.

11. The non-human animal of any of items 1 to 9, wherein
the Qpct gene carries a conditional knock-out mutation.

12. The non-human animal of any of items 1 to 11, for use
in determining effects of target compounds on Qpct-
related disorders and/or diseases.

13. The non-human animal of any of items 1 to 11, wherein
the animal carries at least one Qpct allele where exons 4
and 5 are deleted.

14. The non-human animal of any of items 1 to 11 and 13,
wherein said Qpct allele has the sequence of SEQ ID No.
23.

15. The non-human animal of item 13 or 14, wherein the
animal is a mouse of the mouse line Pbd2.

16. The non-human animal according to any of items 13 to
15, wherein the Qpct gene is operably linked to a tissue-
specific promoter.

17. The mouse according to any of items 3 to 16, wherein the
mouse demonstrates a phenotype that can be reversed or
ameliorated with a Qpct inhibitor.
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18. A screening method for biologically active agents that
inhibit or promote Qpct production in vivo, comprising:
administering a test agent to the non-human animal of any

of'items 1 to 17, and determining the effect of the agent.

19. The method of item 18, wherein the non-human animal
is heterozygous for the Qpct gene.

20. The method of item 18, wherein the non-human animal
is homozygous for the Qpct gene.

5

21. The method according to any of items 18 to 20, wherein 0

the animal is a mouse.

22. The method according to any of items 18 to 21, wherein
the Qpct gene is of murine origin.

23. The method according to any of items 18 to 21, wherein
the Qpct gene is of human origin.

24. The method according to any of items 18 to 23, wherein
the Qpct gene is a recombinant gene.

25. The method of any of items 18 to 24, wherein the
recombinant Qpct gene carries a constitutive knock-out
mutation.

26. The method of any of items 18 to 24, wherein the Qpct
gene carries a conditional knock-out mutation.

27. The method of item 18 for use in target drug discovery.

28. The method of any of items 18 to 27, wherein the animal
carries at least one Qpct allele where exons 4 and 5 are
deleted.

29. The method of any of items 18 to 28, wherein the animal
is a mouse of the mouse line Pbd2.

30. The method of any of items 18 to 29, wherein the Qpct
gene is operably linked to a tissue-specific promoter.
31. The method of any of items 18 to 30, wherein the mouse
demonstrates a phenotype that can be reversed or ame-

liorated with a Qpct inhibitor.
32. A cell or cell line derived from the non-human animal
according to any of items 1 to 17.
33. Amethod for screening for therapeutic agents that inhibit
or promote Qpct activity comprising
(a) administering test agents to the mouse of any of items
310 17

(b) evaluating the effects of the test agent on the pheno-
type of the mouse, and

(c) selecting a test agent which inhibits or promotes Qpct
activity.

34. A method of treatment or prevention of a Qpct-related
disease comprising
(a) administering the selected test agent of item 33; and
(b) monitoring the patient for a decreased clinical index

for Qpct-related diseases.
35. The method of item 34 wherein the Qpct-related disease
is Alzheimer’s disease.
36. The method of item 34 wherein the Qpct-related disease
is atherosclerosis or restenosis.
37. A method for analysing the disease-related physiological
function of Qpct catalysis with regard to pyroglutamate-
peptide formation comprising
(a) administering of test agents to the mouse of any of
items 3 to 17

(b) evaluating the pyroglutamate-peptide concentration
and effects of the test agent on the phenotype of the
mouse, and

(c) selecting a test agent which inhibits or promotes
pyroglutamate-peptide activity.

38. A pharmaceutical composition comprising the selected
test agent of item 34.

39. Use of a test agent as selected according to item 33 for
the preparation of a medicament for the treatment and/or
prevention of a Qpct-related disease.
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40. Modified cell comprising a Qpct-knockout gene for use
in the production of compounds, which would be nega-
tively affected by Qpct.

41. Use of the non-human animal, according to any of items
1 to 17 or the cell according to item 32 or 40, for the
provision of models with Qpct expression in specific
tissue and/or particular points in time only.

42. A screening method for biologically active compounds
that inhibit or promote Qpct activity in vivo comprising
steps of:

1) administering a test compound to a non-human animal
model, which is specific for the treatment of at least one
disease selected from Mild Cognitive Impairment,
Alzheimer’s disease, neurodegeneration in Down Syn-
drome, Familial Danish Dementia, Familial British
Dementia, rheumatoid arthritis, atherosclerosis, rest-
enosis, and pancreatitis,

ii) determining the effect of the test compound in said
non-human animal model;

iii) compare the effect of the test compound in said
non-human animal model with the effect of the Qpct
gene disruption in the Qpct knockout animals accord-
ing to any one of items 1 to 17, and

iv) select test compounds that in said non-human animal
model alleviate the specific disease similar to the effect
of the Qpct gene disruption in the Qpct knockout
animals according to any one of items 1 to 17.

43. The screening method of item 42, wherein said non-
human animal model is specific for a diseases selected
from the group consisting of Mild Cognitive Impairment,
Alzheimer’s disease, neurodegeneration in Down Syn-
drome, Familial Danish Dementia and Familial British
Dementia.

44. The screening method of item 43, wherein said non-
human animal model is specific for Alzheimer’s disease.

45. The screening method of any of items 42 to 44, wherein
said animal model is selected from the group consisting of
PDAPP, Tg2576, APP23, TgCRNDS8, PSEN, 46, OF
PSEN, /1462, PSAPP, APPD,,, .., BRI-A[140 and BRI-
A[42, INPL3, Taup,g, s Tauyss5,, Taug,gepn, rTg4510,
H,,,, TAPP and 3xTgAD.

46. The screening method of any of items 42 to 45, wherein
the effect of the test compounds is the lowering of the
[pGlu*]A[13-40/42/43 or [pGlu''|A111-40/42/43 pep-
tides.

47. The screening method of any of items 42 to 46, wherein
the effect of the test compounds is the lowering of the
[pGlu®]A[13-40 peptides.

48. The screening method of any of items 42 to 47, wherein
the effect of the test compounds is the lowering of the
[pGlu®]A[13-42 peptides.

49. The screening method of item 42, wherein said non-
human animal model is specific for a diseases selected
from the group consisting of rheumatoid arthritis, athero-
sclerosis, restenosis, and pancreatitis.

50. The screening method of item 49, wherein said non-
human animal model is specific for rheumatoid arthritis.

51. The screening method of item 49, wherein said non-
human animal model is specific for atherosclerosis.

52. The screening method of any of items 42 and 49 to 50,
wherein said animal model is selected from the group
consisting of the apolipoprotein E knockout mouse
model, the thioglycollate-induced inflammation model in
mice, the collagen-induced arthritis model in rat and rat
models of restenosis.
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53. The screening method of any of items 42 and 49 to 51,
wherein the effect of the test compounds is the inhibition
of the chemotaxis of THP-1 cells.

54. The screening method of any of items 42 and 49 to 51,
wherein the effect of the test compounds is the inhibition
of the formation of pGlu-MCP-1.

55. A pharmaceutical composition comprising the selected
test agent according to any of items 42 to 54.

56. Use of a test agent as selected according to any of items
42 to 54 for the preparation of a medicament for the
treatment and/or prevention of a Qpct-related disease.

57. A method of treatment or prevention of a Qpct-related
disease comprising
(a) administering the selected test agent according to any

of items 42 to 54; and

(b) monitoring the patient for a decreased clinical index

for Qpct-related diseases.

58. The use or method of items 56 or 57, wherein the
Qpct-related disease is selected from the group consisting
of Mild Cognitive Impairment, Alzheimer’s disease, neu-
rodegeneration in Down Syndrome, Familial Danish
Dementia and Familial British Dementia.

59. The use or method of any items 56 to 57, wherein the
Qpct-related disease is Alzheimer’s disease.

60. The use or method of items 56 or 57, wherein the
Qpct-related disease is selected from the group consisting
of rheumatoid arthritis, atherosclerosis, restenosis, and
pancreatitis.

61. The use or method of any of items 56, 57 or 60, wherein
the Qpct-related disease is rheumatoid arthritis.

62. The use or method of any of items 56, 57 or 60, wherein
the Qpct-related disease is atherosclerosis.

The non-human knock-out animal, in particular the
knock-out mouse as described above, is useful inter alia in
the following aspects:

screening assays for Qpct-effectors/inhibitors

drug development, in particular screening for targets,

target specificity and/or off target effects of drug can-
didates,

provision of a disease model,

recovery of modified cells, e.g. for use in the production

of compounds which would be negatively affected by
Qpct. “Negatively affected” in this context encom-
passes e.g. a decreased or slowed-down yield/produc-
tion rate and/or a decreased affectivity and/or an
increased antigenicity. Such compounds could be e.g.
antibodies, peptides, proteins etc.

target discovery, e.g. by determining the differences

detected in the above knock-out animal like up- or
down-regulation of a specific substance which could
become a suitable drug target,

provision of an assay to determine the importance of

certain polypeptides, e.g. Af peptide or TRH etc.,

providing the basis for “clean” transgenic models, e.g.

with a controlled expression of Qpct only in specific
cells/tissues and/or organs or only at specific points in
time;

optimization of peptide formulation and protective groups

without being limited thereto.

The following definitions and methods are provided to
better define the present invention and to guide those of
ordinary skill in the art in the practice of the present
invention. Unless otherwise noted, terms are to be under-
stood according to conventional usage by those of ordinary
skill in the relevant art.
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The term “knock-out animal” means a non-human animal,
usually a mammal, which carries one or more genetic
manipulations leading to deactivation of one or more genes.

The term “construct” means a recombinant nucleic acid,
generally recombinant DNA, that has been generated for
the purpose of the expression of a specific nucleotide
sequence(s), or is to be used in the construction of other
recombinant nucleotide sequences. The recombinant nucleic
acid can encode e.g. a chimeric or humanized polypeptide.

Polypeptide here pertains to all possible amino acid
sequences comprising more than 10 amino acids.

The term “operably linked” means that a DNA sequence
and a regulatory sequence(s) are connected in such a way as
to permit gene expression when the appropriate molecules
(e.g., transcriptional activator proteins) are bound to the
regulatory sequence(s).

The term “operatively inserted” means that a nucleotide
sequence of interest is positioned adjacent a nucleotide
sequence that directs transcription and translation of the
introduced nucleotide sequence of interest.

Knock-Out Genes

The Qpct polynucleotides comprising the gene of the
present invention include Qpct cDNA and shall also include
modified Qpct cDNA. As used herein, a “modification” of a
nucleic acid can include one or several nucleotide additions,
deletions, or substitutions with respect to a reference
sequence. A modification of a nucleic acid can include
substitutions that do not change the encoded amino acid
sequence due to the degeneracy of the genetic code, or
which result in a conservative substitution. Such modifica-
tions can correspond to variations that are made deliberately,
such as the addition of a Poly A tail, or variations which
occur as mutations during nucleic acid replication.

As employed herein, the term “substantially the same
nucleotide sequence” refers to DNA having sufficient iden-
tity to the reference polynucleotide, such that it will hybrid-
ize to the reference nucleotide under moderately stringent, or
higher stringency, hybridization conditions. DNA having
“substantially the same nucleotide sequence” as the refer-
ence nucleotide sequence, can have an identity ranging from
at least 60% to at least 95% with respect to the reference
nucleotide sequence.

The phrase “moderately stringent hybridization” refers to
conditions that permit a target-nucleic acid to bind a comple-
mentary nucleic acid. The hybridized nucleic acids will
generally have an identity within a range of at least about
60% to at least about 95%. Moderately stringent conditions
are conditions equivalent to hybridization in 50% forma-
mide, 5x Denhart’s solution, 5x saline sodium phosphate
EDTA buffer (SSPE), 0.2% SDS (Aldrich) at about 42° C.,
followed by washing in 0.2xSSPE, 0.2% SDS (Aldrich), at
about 42° C.

High stringency hybridization refers to conditions that
permit hybridization of only those nucleic acid sequences
that form stable hybrids in 0.018M NaCl at about 65° C., for
example, if a hybrid is not stable in 0.018M NaCl at about
65° C., it will not be stable under high stringency conditions,
as contemplated herein. High stringency conditions can be
provided, for example, by hybridization in 50% formamide,
5x Denhart’s solution, SxSSPE, 0.2% SDS at about 42° C.,
followed by washing in 0.1xSSPE, and 0.1% SDS at about
65° C.

Other suitable moderate stringency and high stringency
hybridization buffers and conditions are well known to those
of skill in the art and are described, for example, in Sam-
brook et al., Molecular Cloning: A Laboratory Manual, 2nd
ed., Cold Spring Harbor Press, Plainview, N.Y. (1989); and
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Ausubel et al. (Current Protocols in Molecular Biology
(Supplement 47), John Wiley & Sons, New York (1999)).

Nucleotide and/or amino acid sequence identity percent
(%) 1s understood as the percentage of nucleotide or amino
acid residues that are identical with nucleotide or amino acid
residues in a candidate sequence in comparison to a refer-
ence sequence when the two sequences are aligned. To
determine percent identity, sequences are aligned and if
necessary, gaps are introduced to achieve the maximum
percent sequence identity. Sequence alignment procedures
to determine percent identity are well known to those of skill
in the art. Often publicly available computer software such
as BLAST, BLAST2, ALIGN2 or Megalign (DNASTAR)
software is used to align sequences. Those skilled in the art
can determine appropriate parameters for measuring align-
ment, including any algorithms needed to achieve maximal
alignment over the full-length of the sequences being com-
pared. When sequences are aligned, the percent sequence
identity of a given sequence A to, with, or against a given
sequence B (which can alternatively be phrased as a given
sequence A that has or comprises a certain percent sequence
identity to, with, or against a given sequence B) can be
calculated as: percent sequence identity —X/Y 100, where X
is the number of residues scored as identical matches by the
sequence alignment program’s or algorithm’s alignment of
A and B and Y is the total number of residues in B. If the
length of sequence A is not equal to the length of sequence
B, the percent sequence identity of A to B will not equal the
percent sequence identity of B to A.

The amino acid sequence encoded by the knock-out gene
of the present invention can be a Qpct sequence from a
human or the Qpct homologue from any species, preferably
from a murine species. The amino acid sequence encoded by
the knock-out gene of the present invention can also be a
fragment of the Qpct amino acid sequence so long as the
fragment retains some or all of the function of the full-length
Qpct sequence. The sequence may also be a modified Qpct
sequence. Individual substitutions, deletions or additions,
which alter, add or delete a single amino acid or a small
percentage of amino acids (typically less than 10%, more
typically less than 5%, and still more typically less than 1%.)
A “modification” of the amino acid sequence encompasses
conservative substitutions of the amino acid sequence. Con-
servative substitution tables providing functionally similar
amino acids are well known in the art. The following six
groups each contain amino acids that are conservative
substitutions for one another:

1) Alanine (A), Serine (S), Threonine (T);

2) Aspartic acid (D), Glutamic acid (E);

3) Asparagine (N), Glutamine (Q);

4) Arginine (R), Lysine (K);

5) Isoleucine (1), Leucine (L), Methionine (M), Valine

(V); and

6) Phenylalanine (F), Tyrosine (Y), Tryptophan (W).

Other minor modifications are included within the
sequence so long as the polypeptide retains some or all of the
structural and/or functional characteristics of a Qpct poly-
peptide. Exemplary structural or functional characteristics
include sequence identity or substantial similarity, antibody
reactivity, the presence of conserved structural domains such
as RNA binding domains or acidic domains.

DNA Constructs and Vectors

The invention further provides a DNA construct compris-
ing the Qpct knock-out gene as described above. As used
herein, the term “DNA construct” refers to a specific
arrangement of genetic elements in a DNA molecule. In
addition to human Qpct, or mutant forms thereof, the
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invention also provides a DNA construct using polypeptides
from other species as well as Qpct mutant non-human
mammals expressing BACE1 from non-human species.

If desired, the DNA constructs can be engineered to be
operatively linked to appropriate expression elements such
as promoters or enhancers to allow expression of a genetic
element in the DNA construct in an appropriate cell or
tissue. The use of the expression control mechanisms allows
for the targeted delivery and expression of the gene of
interest. For example, the constructs of the present invention
may be constructed using an expression cassette which
includes in the 5'-3' direction of transcription, a transcrip-
tional and translational initiation region associated with gene
expression in brain tissue, DNA encoding a mutant or
wild-type Qpct protein, and a transcriptional and transla-
tional termination region functional in the host animal. One
or more introns also can be present. The transcriptional
initiation region can be endogenous to the host animal or
foreign or exogenous to the host animal.

The DNA constructs described herein may be incorpo-
rated into vectors for propagation or transfection into appro-
priate cells to generate Qpct overexpressing mutant non-
human mammals and are also comprised by the present
invention. One skilled in the art can select a vector based on
desired properties, for example, for production of a vector in
a particular cell such as a mammalian cell or a bacterial cell.

Vectors can contain a regulatory element that provides
tissue specific or inducible expression of an operatively
linked nucleic acid. One skilled in the art can readily
determine an appropriate tissue-specific promoter or
enhancer that allows expression of Qpct polypeptides in a
desired tissue. It should be noted that tissue-specific expres-
sion as described herein does not require a complete absence
of expression in tissues other than the preferred tissue.
Instead, “cell-specific” or “tissue-specific” expression refers
to a majority of the expression of a particular gene of interest
in the preferred cell type or tissue.

Any of a variety of inducible promoters or enhancers can
also be included in the vector for expression of a Qpct
polypeptide or nucleic acid that can be regulated. Such
inducible systems, include, for example, tetracycline induc-
ible System (Gossen & Bizard, Proc. Natl. Acad. Sci. USA,
89:5547-5551 (1992); Gossen et al., Science, 268:17664769
(1995); Clontech, Palo Alto, Calif.); metallothionein pro-
moter induced by heavy metals; insect steroid hormone
responsive to ecdysone or related steroids such as murister-
one (No et al., Proc. Natl. Acad. Sci. USA, 93:3346-3351
(1996); Yao et al., Nature, 366:476-479 (1993); Invitrogen,
Carlsbad, Calif.); mouse mammary tumor virus (MMTV)
induced by steroids such as glucocorticoid and estrogen (L.ee
et al., Nature, 294:228-232 (1981); and heat shock promot-
ers inducible by temperature changes; the rat neuron specific
enolase gene promoter (Forss-Petter, et al., Neuron 5; 197-
197 (1990)); the human f-actin gene promoter (Ray, et al.,
Genes and Development (1991) 5:2265-2273); the human
platelet derived growth factor B (PDGF-B) chain gene
promoter (Sasahara, et al., Cell (1991) 64:217-227); the rat
sodium channel gene promoter (Maue, et al., Neuron (1990)
4:223-231); the human copper-zinc superoxide dismutase
gene promoter (Ceballos-Picot, et al., Brain Res. (1991)
552:198-214); and promoters for members of the mamma-
lian POU-domain regulatory gene family (Xi et al., (1989)
Nature 340:35-42).

Regulatory elements, including promoters or enhancers,
can be constitutive or regulated, depending upon the nature
of'the regulation, and can be regulated in a variety of tissues,
or one or a few specific tissues. The regulatory sequences or
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regulatory elements are operatively linked to one of the
polynucleotide sequences of the invention such that the
physical and functional relationship between the polynucle-
otide sequence and the regulatory sequence allows transcrip-
tion of the polynucleotide sequence. Vectors useful for
expression in eukaryotic cells can include, for example,
regulatory elements including the CAG promoter, the SV40
early promoter, the cytomegalovirus (CMV) promoter, the
mouse mammary tumor virus (MMTV) steroid-inducible
promoter, Pgtf Moloney marine leukemia virus (MMLV)
promoter, thy-1 promoter and the like.

If desired, the vector can contain a selectable marker. As
used herein, a “selectable marker” refers to a genetic ele-
ment that provides a selectable phenotype to a cell in which
the selectable marker has been introduced. A selectable
marker is generally a gene whose gene product provides
resistance to an agent that inhibits cell growth or kills a cell.
A variety of selectable markers can be used in the DNA
constructs of the invention, including, for example, Neo,
Hyg, hisD, Gpt and Ble genes, as described, for example in
Ausubel et al. (Current Protocols in Molecular Biology
(Supplement 47), John Wiley & Sons, New York (1999)) and
U.S. Pat. No. 5,981,830. Drugs useful for selecting for the
presence of a selectable marker include, for example, G418
for Neo, hygromycin for Hyg, histidinol for hisD, xanthine
for Gpt, and bleomycin for Ble (see Ausubel et al, supra,
(1999); U.S. Pat. No. 5,981,830). DNA constructs of the
invention can incorporate a positive selectable marker, a
negative selectable marker, or both (see, for example, U.S.
Pat. No. 5,981,830).

Non-Human Knock-out Animals

The invention primarily provides a non-human knock-out
animal whose genome comprises a knock-out Qpct gene.
The DNA fragment can be integrated into the genome of an
animal by any method known to those skilled in the art. The
DNA molecule containing the desired gene sequence can be
introduced into pluripotent cells, such as ES cells, by any
method that will permit the introduced molecule to undergo
recombination at its regions of homology. Techniques that
can be used include, but are not limited to, calcium phos-
phate/DNA co-precipitates, microinjection of DNA into the
nucleus, electroporation, bacterial protoplast fusion with
intact cells, transfection, and polycations, (e.g., polybrene,
polyornithine, etc.) The DNA can be single or double
stranded DNA, linear or circular. (See for example, Hogan
et al., Manipulating the Mouse Embryo: A Laboratory
Manual Cold Spring Harbor Laboratory (1986); Hogan et
al., Manipulating the Mouse Embryo: A Laboratory Manual,
second ed., Cold Spring Harbor Laboratory (1994), U.S. Pat.
Nos. 5,602,299; 5,175,384; 6,066,778; 4,873,191 and 6,037,
521; retrovirus mediated gene transfer into germ lines (Van
der Putten et al., Proc. Natl. Acad. Sci. USA 82:6148-6152
(1985)); gene targeting in embryonic stem cells (Thompson
et al., Cell 56:313-321 (1989)); electroporation of embryos
(Lo, Mol. Cell. Biol. 3:1803-1814 (1983)); and sperm-
mediated gene transfer (Lavitrano et al., Cell 57:717-723
(1989))).

For example, the zygote is a good target for microinjec-
tion, and methods of microinjecting zygotes are well known
(see U.S. Pat. No. 4,873,191).

Embryonal cells at various developmental stages can also
be used to introduce genes for the production of knock-out
animals. Different methods are used depending on the stage
of development of the embryonal cell. Such transfected
embryonic stem (ES) cells can thereafter colonize an
embryo following their introduction into the blastocoele of
a blastocyst-stage embryo and contribute to the germ line of
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the resulting chimeric animal (reviewed in Jaenisch, Science
240:1468-1474 (1988)). Prior to the introduction of trans-
fected ES cells into the blastocoele, the transfected ES cells
can be subjected to various selection protocols to enrich the
proportion of ES cells that have integrated the knock-out
gene if the knock-out gene provides a means for such
selection. Alternatively, PCR can be used to screen for ES
cells that have integrated the knock-out.

In addition, retroviral infection can also be used to intro-
duce knock-out genes into a non-human animal. The devel-
oping non-human embryo can be cultured in vitro to the
blastocyst stage. During this time, the blastomeres can be
targets for retroviral infection (Jaenisch, Proc. Natl. Acad.
Sci. USA 73:1260-1264 (1976)). Efficient infection of the
blastomeres is obtained by enzymatic treatment to remove
the zona pellucida (Hogan et al., supra, 1986). The viral
vector system used to introduce the knock-out is typically a
replication-defective retrovirus carrying the knock-out (Jah-
ner et al., Proc. Natl. Acad. Sci. USA 82:6927-6931 (1985);
Van der Putten et al., Proc. Natl. Acad. Sci. USA 82:6148-
6152 (1985)). Transfection is easily and efficiently obtained
by culturing the blastomeres on a monolayer of virus-
producing cells (Van der Putten, supra, 1985; Stewart et al.,
EMBO J. 6:383-388 (1987)). Alternatively, infection can be
performed at a later stage. Virus or virus-producing cells can
be injected into the blastocoele (Jahner D. et al., Nature
208:623-628 (1982)). Most of the founders will be mosaic
for the knock-out gene since incorporation occurs only in a
subset of cells, which form the knock-out animal. Further,
the founder can contain various retroviral insertions of the
knock-out gene at different positions in the genome, which
generally will segregate in the offspring. In addition, knock-
out genes may be introduced into the germline by intrauter-
ine retroviral infection of the mid-gestation embryo (Jahner
et al., supra, 1982). Additional means of using retroviruses
or retroviral vectors to create knock-out animals known to
those of skill in the art involves the micro-injection of
retroviral particles or mitomycin C-treated cells producing
retrovirus into the perivitelline space of fertilized eggs or
early embryos (WO 90/08832 (1990); Haskell and Bowen,
Mal. Reprod. Dev. 40:386 (1995)).

Any other technology to introduce knock-out genes into a
non-human animal, e.g. the knock-in or the rescue technolo-
gies can also be used to solve the problem of the present
invention. The knock-in technology is well known in the art
as described e.g. in Casas et al. (2004) Am J Pathol 165,
1289-1300.

Once the founder animals are produced, they can be bred,
inbred, outbred, or crossbred to produce colonies of the
particular animal. Examples of such breeding strategies
include, but are not limited to: outbreeding of founder
animals with more than one integration site in order to
establish separate lines; inbreeding of separate lines in order
to produce compound transgenics that express the transgene
at higher levels because of the effects of additive expression
of each transgene; crossing of heterozygous transgenic mice
to produce mice homozygous for a given integration site in
order to both augment expression and eliminate the need for
screening of animals by DNA analysis; crossing of separate
homozygous lines to produce compound heterozygous or
homozygous lines; breeding animals to different inbred
genetic backgrounds so as to examine effects of modifying
alleles on expression of the transgene and the effects of
expression.

The knock-out animals are screened and evaluated to
select those animals having the phenotype of interest. Initial
screening can be performed using, for example, Southern
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blot analysis or PCR techniques to analyze animal tissues to
verify that integration of the knock-out gene has taken place.
The level of mRNA expression of the knock-out gene in the
tissues of the knock-out animals can also be assessed using
techniques which include, but are not limited to, Northern
blot analysis of tissue samples obtained from the animal, in
situ hybridization analysis, and reverse transcriptase-PCR
(rt-PCR). Samples of the suitable tissues can be evaluated
immunocytochemically using antibodies specific for Qpct or
with a tag such as EGFP. The knock-out non-human mam-
mals can be further characterized to identify those animals
having a phenotype useful in methods of the invention. In
particular, knock-out non-human mammals overexpressing
Qpct can be screened using the methods disclosed herein.
For example, tissue sections can be viewed under a fluo-
rescent microscope for die present of fluorescence, indicat-
ing the presence of the reporter gene.

Another method to affect tissue specific expression is
through the use of tissue-specific promoters. Non-limiting
examples of suitable tissue-specific promoters include the
albumin promoter (liver-specific; Pinkert et al., (1987)
Genes Dev. 1:268-277); lymphoid-specific promoters
(Calame and Eaton (1988) Adv. Immunol. 43:235-275), in
particular promoters of T cell receptors (Winoto and Balti-
more (1989) EMBO 1J. 8:729-733) and immunoglobulins
(Banerji et al., (1983) Cell 33:729-740; Queen and Balti-
more (1983) Cell 33:741-748), neuron-specific promoters
(e.g., the neurofilament promoter, the Thy-1 promoter or the
Bri-protein promoter; Sturchler-Pierrat et al., (1997) Proc.
Natl. Acad. Sci. USA 94:13287-13292, Byrne and Ruddle
(1989) PNAS 86:5473-5477), pancreas-specific promoters
(Edlund et al., (1985) Science 230:912-916), cardiac specific
expression (alpha myosin heavy chain promoter, Subrama-
niam, A, Jones W K, Gulick J, Wert S, Neumann J, and
Robbins J. Tissue-specific regulation of the alpha-myosin
heavy chain gene promoter in transgenic mice. J Biol Chem
266: 24613-24620, 1991), and mammary gland-specific
promoters (e.g., milk whey promoter; U.S. Pat. No. 4,873,
316 and European Application Publication No. 264,166).

The invention further provides an isolated cell containing
a DNA construct of the invention. The DNA construct can be
introduced into a cell by any of the well-known transfection
methods (Sambrook et al., Molecular Cloning: A Laboratory
Manual, 2nd ed., Cold Spring Harbor Press, Plainview, N.Y.
(1989); Ausubel et al., supra, (1999)). Alternatively, the cell
can be obtained by isolating a cell from a mutant non-human
mammal created as described herein. Thus, the invention
provides a cell isolated from a Qpct mutant non-human
mammal of the invention, in particular, a Qpct mutant
knock-out mouse. The cells can be obtained from a homozy-
gous Qpct mutant non-human mammal such as a mouse or
a heterozygous Qpct mutant non-human mammal such as a
mouse.

Effectors

Effectors, as that term is used herein, are defined as
molecules that bind to enzymes and increase (i.e. promote)
or decrease (i.e. inhibit) their activity in vitro and/or in vivo.
Some enzymes have binding sites for molecules that affect
their catalytic activity; a stimulator molecule is called an
activator. Enzymes may even have multiple sites for recog-
nizing more than one activator or inhibitor. Enzymes can
detect concentrations of a variety of molecules and use that
information to vary their own activities.

Effectors can modulate enzymatic activity because
enzymes can assume both active and inactive conforma-
tions: activators are positive effectors, inhibitors are nega-
tive effectors. Effectors act not only at the active sites of
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enzymes, but also at regulatory sites, or allosteric sites,
terms used to emphasize that the regulatory site is an
element of the enzyme distinct from the catalytic site and to
differentiate this form of regulation from competition
between substrates and inhibitors at the catalytic site (Dar-
nell, J., Lodish, H. and Baltimore, D. 1990, Molecular Cell
Biology 2"d Edition, Scientific American Books, New York,
page 63).

Peptides

If peptides or amino acids are mentioned in the present
invention, each amino acid residue is represented by a
one-letter or a three-letter designation, corresponding to the
trivial name of the amino acid, in accordance with the
following conventional list:

Amino Acid One-Letter Symbol Three-Letter Symbol
Alanine A Ala
Arginine R Arg
Asparagine N Asn
Aspartic acid D Asp
Cysteine C Cys
Glutamine Q Gln
Glutamic acid E Glu
Glycine G Gly
Histidine H His
Isoleucine I Ile
Leucine L Leu
Lysine K Lys
Methionine M Met
Phenylalanine F Phe
Proline P Pro
Serine S Ser
Threonine T Thr
Tryptophan w Trp
Tyrosine Y Tyr
Valine \' Val
QC

The terms “QC” or “Qpct” as used herein are both
intended to refer to the same and comprise glutaminyl
cyclase (QC), i.e. glutaminyl-peptidecyclotransferase (EC
2.3.2.5). Preferably, the Qpct as used herein is a mammalian
Qpct, more preferably a non-human Qpct, most preferably a
murine Qpct.

QC-Like Enzymes

QC and QC-like enzymes have identical or similar enzy-
matic activity, further defined as QC activity. In this regard,
QC-like enzymes can fundamentally differ in their molecu-
lar structure from QC.

The term “QC activity” as used herein is defined as
intramolecular cyclization of N-terminal glutamine residues
into pyroglutamic acid (pGlu*) or of N-terminal [.-homo-
glutamine or L-f-homoglutamine to a cyclic pyro-homoglu-
tamine derivative under liberation of ammonia. See schemes
1 and 2.
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Scheme 1: Cyclization of glutamine by QC
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Scheme 2: Cyclization of L-homoglutamine by QC
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The term “EC” as used herein comprises the side activity
of QC and QC-like enzymes as glutamate cyclase (EC),
further defined as EC activity.

The term “EC activity” as used herein is defined as
intramolecular cyclization of N-terminal glutamate residues
into pyroglutamic acid (pGlu*) by QC. See scheme 3.

The term “metal-dependent enzyme” as used herein is
defined as enzyme(s) that require a bound metal ion in order
to fulfil their catalytic function and/or require a bound metal
ion in order to form the catalytically active structure.

Scheme 3: N-terminal cyclization of glutamy! peptides by QC (EC)

peptide peptide

NH NH
@

;N LN

(~5.0 < pH < 7.0)
(~7.0 <pH < 8.0)

OH

The term “Qpct-related disease” as used herein refers to
all those diseases, disorders or conditions that are modulated
by Qpct.

Assays and Identification of Therapeutic Agents

The methods and compositions of the present invention
are particularly useful in the evaluation of effectors of Qpct
and for the development of drugs and therapeutic agents for
the treatment and prevention of amyloid-associated diseases
such as Mild Cognitive Impairment, Alzheimer’s disease,
neurodegeneration in Down Syndrome, Familial Danish
Dementia and Familial British Dementia.
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Moreover, the methods and compositions of the present
invention are also useful in the evaluation of effectors of
Qpct and for the development of drugs and therapeutic
agents for the treatment and prevention of chronic and acute
inflammatory diseases, e.g. rheumatoid arthritis, atheroscle-
rosis, restenosis, pancreatitis.

The knock-out animal or the cells of the knock-out animal
of'the invention can be used in a variety of screening assays.
For example, any of a variety of potential agents suspected
of affecting Qpct and amyloid accumulation, as well as the
appropriate antagonists and blocking therapeutic agents, can
be screened by administration to the knock-out animal and
assessing the effect of these agents upon the function and
phenotype of the cells and on the phenotype, i.e. the neu-
rological phenotype, of the knock-out animals.

Behavioral studies may also be used to test potential
therapeutic agents, such as those studies designed to assess
motor skills, learning and memory deficits. An example of
such a test is the Morris Water maze (Morris (1981) Learn
Motivat 12:239-260). Additionally, behavioral studies may
include evaluations of locomotor activity such as with the
rotor-rod and the open field.

A preferred embodiment of the present invention is
directed to an in vivo animal model for examining the
phenotypic consequences resulting from heterozygous or
homozygous deficiency of the Qpct gene, wherein the ani-
mal model is a mammal having a heterozygous or homozy-
gous disruption of the Qpct gene.

In a further preferred embodiment of the present inven-
tion, the Qpct gene is of human origin, more preferably of
murine origin. The Qpct gene according to the present
invention can also be a recombinant gene.

Most preferred according to the present invention is the
murine Qpct gene of SEQ ID No. 22. In some embodiments,
an animal of the model comprises a sequence having at least
about 80% sequence identity to SEQ ID NO: 22, where the
Qpct gene is disrupted. As an example, an animal of the
model comprises a sequence having at least about 85%, at
least about 90%, at least about 95%, or at least about 99%
sequence identity to SEQ ID NO: 22, wherein the Qpct gene

peptide peptide
| |

HN HN
(0]

NH, NH

QC/EC QC/EC

LN 00

is disrupted. As another example, a an animal of the model
can comprise a nucleotide sequence that hybridizes under
stringent conditions to SEQ ID NO: 22 over the entire length
of SEQ ID NO: 22, wherein the Qpct gene is disrupted. As
a further example, an animal of the model can comprise the
complement to any of the above sequences.

The disruption of the murine Qpct gene (e.g., the murine
Qpct gene of SEQ ID NO. 22) can, for example, be achieved
by gene mutations, which lead to single amino acid deletions
or replacements in the Qpct protein. Preferred according to
the present invention are mutations in the Qpct gene, which
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lead to the deletion in the Qpct protein of at least one of the
amino acids selected from the group consisting of residues
H141 and D160 in exon 3, residues E202 and E203 in exon
4, residue D249 in exon 5 and residue H331 in exon 7.
Preferably, sequence variants thereto retain at least one or
more of such mutations.

In a further embodiment of the present invention, the
disruption of the Qpct gene can also be achieved by deletion
of one or more exons. The deletion of any single exon of the
Qpct gene can lead to a Qpct gene disruption. Preferred
according to the present invention is the deletion of exons 4
and/or 5 of the Qpct gene, more preferably of the murine
Qpct gene. Most preferably, the murine Qpct gene has, after
deletion of exons 4 and 5, the sequence of SEQ ID NO. 23.
In some embodiments, the murine gene comprises a
sequence at least about 80%, 85%, 90%, 95%, or 99%
identical to SEQ ID NO: 23, in which the Qpct gene is
disrupted.

In a further embodiment, an animal of the model com-
prises SEQ ID NO: 24, which is a fragment of the Qpct DNA
sequence, or a sequence having at least about 80%, 85%,
90%, 95%, or 99% identity thereto in which Qpct is dis-
rupted. In a further embodiment, an animal of the model
comprises SEQ ID NO: 25, which is a fragment of the Qpct
DNA sequence, or a sequence having at least about 80%,
85%, 90%, 95%, or 99% identity thereto in which Qpct is
disrupted.

Also provided is an isolated nucleic acid sequence of a
Qpct gene, in which Qpct is disrupted. In one embodiment,
the isolated nucleic acid comprises SEQ ID NO: 23. In one
embodiment, the isolated nucleic acid comprises SEQ ID
NO: 24. In one embodiment, the isolated nucleic acid
comprises SEQ ID NO: 25. In a further embodiment, the
isolated nucleic acid comprises a sequence at least about
80%, 85%, 90%, 95%, or 99% identical to SEQ ID NO: 23,
SEQ ID NO: 24, or SEQ ID NO: 25, wherein the Qpct is
disrupted.

Any of the polynucleotide molecule sequences described
above can be provided in a construct. Constructs of the
present invention generally include a promoter functional in
an animal of the model, such as a mouse or rat, operably
linked to a polynucleotide molecule for a Qpct gene in which
the gene is disrupted. One or more additional promoters may
also be provided in the recombinant construct.

Since Qpct is involved in a variety of biological, medical
or physiological processes or phenomena, including, but not
limited to neurodegenerative diseases, e.g. Mild Cognitive
Impairment, Alzheimer’s disease, neurodegeneration in
Down Syndrome, Familial Danish Dementia and Familial
British Dementia; and chronic and acute inflammatory dis-
eases, e.g. rtheumatoid arthritis, atherosclerosis, restenosis,
pancreatitis, the animal model having heterozygous or
homozygous deficiency of the Qpct gene is useful for
studying mechanisms and/or etiology of the above-men-
tioned processes/phenomena. In a particular embodiment,
the animal model of the present invention having heterozy-
gous or homozygous deficiency of the Qpct gene will be
useful as a mammalian in vivo screening model for studying
these and other processes/phenomena.

By “animal model” is meant that an animal sufficiently
like humans in its anatomy, physiology, or response to a
pathogen to be used in medical research that is used to
investigate a physio- or pathological circumstances in ques-
tion. According to the present invention, an animal model
can be an exploratory model, aiming to understand a bio-
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logical mechanism, e.g., amyloid beta peptide formation, or
an explanatory model, aiming to understand a more or less
complex biological problem.

The analysis of the physiological function of Qpct in vivo
for the development of neurodegenerative diseases, e.g.
Mild Cognitive Impairment, Alzheimer’s disease, neurode-
generation in Down Syndrome, Familial Danish Dementia
and Familial British Dementia; and chronic and acute
inflammatory diseases, e.g. rheumatoid arthritis, atheroscle-
rosis, restenosis, pancreatitis can be performed employing
the heterozygous or homozygous Qpct knockout animals of
the present invention. An effective screening for Qpct inhibi-
tors, which are useful in the treatment of the aforementioned
diseases, could be performed by treating existing animal
models for the specific diseases with test compounds and
comparing the results of such treatment with the effects of
the Qpct gene disruption in the Qpct knockout animals.

Preferred methods for screening for biologically active
agents that inhibit or promote Qpct production in vivo thus
comprise the following steps:

1) administering a test compound to a non-human animal
model, which is specific for the treatment of at least one
disease selected from Mild Cognitive Impairment,
Alzheimer’s disease, neurodegeneration in Down Syn-
drome, Familial Danish Dementia, Familial British
Dementia, rheumatoid arthritis, atherosclerosis, rest-
enosis, and pancreatitis,

ii) determining the effect of the test compound;

iii) compare the effect of the test compound with the effect
of the Qpct gene disruption in the Qpct knockout
animal models, and

iv) select test compounds that have an efficacy similar to
the effect of the Qpct gene disruption on the specific
disease.

In particular preferred is the use of this method for

screening of Qpct inhibitors.

In a further preferred embodiment, this method is used for
the screening of Qpct inhibitors for the treatment of
Alzheimer’s disease or neurodegeneration in Down syn-
drome.

In yet another preferred embodiment, this method is used
for the screening of Qpct inhibitors for the treatment of
Familial British Dementia or Familial Danish Dementia.

Furthermore, this method is preferably used for the
screening of Qpct inhibitors for the treatment of a disease
selected from rheumatoid arthritis, atherosclerosis, resteno-
sis, and pancreatitis.

The efficacy of Qpct-inhibitors for the treatment of
Alzheimer’s Disease, Familial British Dementia or Familial
Danish Dementia and, e.g. neurodegeneration in Down
Syndrome can be tested in existing animal models of
Alzheimer’s disease.

Suitable animal models of Alzheimer’s Disease are
reviewed in McGowan et al., TRENDS in Genetics, Vol. 22,
No. May 2006, pp 281-289, and are selected from PDAPP,
Tg2576, APP23, TgCRNDS, PSEN, 1465 0f PSEN| 11467,
PSAPP, APP,,,.,. BRI-AP40 and BRI-AB42, INPL3,
Taupsg1s, Talpszsap TaUgageps 1r1g4510, H TAPP,
3xTgAD, as described below.

PDAPP: First mutant APP transgenic model with robust
plaque pathology. Mice express a human APP ¢cDNA with
the Indiana mutation (APPV,,-.). Plaque pathology begins
between 6-9 months in hemizygous PDAPP mice. There is
synapse loss but no overt cell loss and not NFT pathology is
observed. This model has been used widely in vaccination
therapy strategies.

taud
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Tg2576: Mice express mutant APPy;. under control of
the hamster prion promoter. Plaque pathology is observed
from 9 months of age. These mice have cognitive deficits but
no cell loss or NFT pathology. It is one of the most widely
used transgenic models.

APP23: Mice express mutant APP ¢, under control of the
Thyl promoter. Prominent cerebrovascular amyloid, amy-
loid deposits are observed from 6 months of age and some
hippocampal neuronal loss is associated with amyloid
plaque formation.

TgCRNDS8: Mice express multiple APP mutations (Swed-
ish plus Indiana). Cognitive deficits coincide with rapid
extracellular plaque development at ~3 months of age. The
cognitive deficits can be reversed by A} vaccination therapy.

PSEN, 11465 Of PSEN| /.46, (lines 6.2 and 8.9, respec-
tively): These models where the first demonstration in vivo
that mutant PSEN1 selectively elevates AP42. No overt
plaque pathology is observed.

PSAPP (Tg2576%PSEN 1114615 PSEN1-A246E+
APPg,;-): Bigenic transgenic mice, addition of the mutant
PSENI1 transgene markedly accelerated amyloid pathology
compared with singly transgenic mutant APP mice, demon-
strating that the PSEN1-driven elevation of AB42 enhances
plaque pathology.

APP,,,,,..,; Mice express APP with the Dutch mutation that
causes hereditary cerebral hemorrhage with amyloidosis-
Dutch type in humans. APP,,,., mice develop severe con-
gophilic amyloid angiopathy. The addition of a mutant
PSENI1 transgene redistributes the amyloid pathology to the
parenchyma indicating differing roles for Ap40 and Ap42 in
vascular and parenchymal amyloid pathology.

BRI-AB40 and BRI-AB42: Mice express individual AB
isoforms without APP over-expression. Only mice express-
ing AP42 develop senile plaques and CAA, whereas BRI-
ApP40 mice do not develop plaques, suggesting that Ap42 is
essential for plaque formation.

JNPL3: Mice express 4RON MAPT with the P301L
mutation. This is the first transgenic model, with marked
tangle pathology and cell loss, demonstrating that MAPT
alone can cause cellular damage and loss. JNPL3 mice
develop motor impairments with age owing to server pathol-
ogy and motor neutron loss in the spinal cord.

Taup,,, s Transgenic mice expressing the shortest iso-
form of 4R MAPT with the P301S mutation. Homozygous
mice develop severe paraparesis at 5-6 months of age with
widespread neurofibrillary pathology in the brain and spinal
cord and neuronal loss in the spinal cord.

Tauy5,,, Low level synthesis of 4R MAPT with the
V337M mutation (Y10 endogenous MAPT) driven by the
promoter of platelet-derived growth factor (PDGF). The
development of neurofibrillary pathology in these mice
suggests the nature of the MAPT rather than absolute MAPT
intracellular concentration drives pathology.

Taug,osp+ Mice expressing 4R human MAPT with the
R406W mutation under control of the CAMKII promoter.
Mice develop MAPT inclusions in the forebrain from 18
months of age and have impaired associative memory.

rTg4510: Inducible MAPT transgenic mice using the
TET-off system. Abnormal MAPT pathology occurs from
one month of age. Mice have progressive NFT pathology
and severe cell loss. Cognitive deficits are evident from 2.5
months of age. Turning off the transgene improves cognitive
performance but NT pathology worsens.

H,,,: Transgenic mice expressing human genomic MAPT
only (mouse MAPT knocked-out). Htau mice accumulate
hyperphosphorylated MAPT form 6 month and develop
Thio-5-positive NFT by the time they are 15 months old.
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TAPP (Tg2576xINPL3): Increased MAPT forebrain
pathology in TAPP mice compared with JNPL3 suggesting
mutant APP and/or Af can affect downstream MAPT pathol-
ogy.

3xTgAD: Triple transgenic model expressing mutant
APPgyry, MAPT o55,; on a PSENI,,, 44, ‘knock-in’ back-
ground (PSNE1-K1). Mice develop plaques from 6 months
and MAPT pathology from the time they are 12 months old,
strengthening the hypothesis that APP or AP can directly
influence neurofibrillary pathology.

Non-human transgenic animals that overexpress Qpct,
and which are useful in the screening method described
above, are disclosed in WO 2008/087197.

Suitable study designs could be as outlined in the table
below. QC inhibitors could be applied via the drinking
solution or chow, or any other conventional route of admin-
istration, e.g. orally, intravenously or subcutaneously.

TABLE
Animal groups for the treatment of animal models of Alzheimer’s
disease with Qpct-inhibitors
Group Treatment Mode
1.) negative control vehicle 10 months old (41-45 weeks)
2.) positive control Ibuprofen treatment for 6 months
(25-26 weeks) starting at age
of 4 months (15-20 weeks)
3.) Qpet-inhibitor low dose treatment for 6 months (25-26
weeks) starting at age of 4
months (15-20 weeks)
4.) Qpct-inhibitor high dose treatment for 6 months (25-26

weeks) starting at age of 4
months (15-20 weeks)

In regard to Alzheimer’s disease, the efficacy of the Qpct
inhibitors can be assayed by sequential extraction of A
using SDS and formic acid. Initially, the SDS and formic
acid fractions containing the highest A} concentrations can
be analyzed using an ELISA quantifying total AP(x-42) or
APB(x-40) as well as [pGlu®]Ap3-40/42/43 or [pGlu'']AR11-
40/42/43. Test compounds that are identified employing the
screening method above and which are suitable for further
pharmaceutical development should reduce the formation of
[pGIu*|AB3-40/42/43 or [pGlu'']AR11-40/42/43. In par-
ticular, suitable test compounds are capable to reduce the
formation of [pGlu®]AP3-40 and/or [pGlu*|Ap3-42.

An ELISA kit for the quantification of [pGlu®]AB3-42 is
commercially available from IBL, Cat-no. JP27716.

An ELISA for the quantification of [pGlu®]AB3-40 is
described by Schilling et al., 2008 (Schilling S, Appl T,
Hoffmann T, Cynis H, Schulz K, Jagla W, Friedrich D,
Wermann M, Buchholz M, Heiser U, von Horsten S,
Demuth H U. Inhibition of glutaminyl cyclase prevents
pGlu-Abeta formation after intracortical/hippocampal
microinjection in vivo/in situ. J. Neurochem. 2008 August;
106(3):1225-36.)

An alternative treatment regime is shown below.

TABLE

Animal groups involved, examination of the effect of inhibitors of

Qpct on progression of plague formation in animal models of AD

Group Treatment Mode

1) negative control ~ Vehicle 16 months old (67-70 weeks)

2) positive control  Ibuprofen treatment for 5 months (21-22 weeks)
(0.2 starting at the age 11 months
mg/ml) (46-49 weeks)
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TABLE-continued

Animal groups involved, examination of the effect of inhibitors of

Qpct on progression of plague formation in animal models of AD

Group Treatment Mode

3) QC-inhibitor low dose  treatment for 5 months (21-22 weeks)
starting at age 11 months (46-49 weeks)

4) QC-inhibitor high dose treatment for 5 months (21-22 weeks)

starting at age 11 months (46-49 weeks)

Subsequently after Qpct-inhibitor treatment, the AD ani-
mal can be tested regarding behavioral changes. Suitable
behavioral test paradigms are, e.g. those, which address
different aspects of hippocampus-dependent learning.
Examples for such neurological tests are the Morris water
maze test and the Fear Conditioning test looking at contex-
tual memory changes (Comery, T A et al, (2005), J Neurosci
25:8898-8902; Jacobsen J S et al, (2006), Proc Natl. Acad.
Sci. USA 103:5161-5166).

The animal model of inflammatory diseases, e.g. athero-
sclerosis contemplated by the present invention can be an
existing atherosclerosis animal model, e.g., apoE deficient
mouse, or can be prepared, for example, by preparing a
transgenic mouse having Qpct gene overexpression or gene
deficiency with apoE deficient background. The apolipopro-
tein E knockout mouse model has become one of the
primary models for atherosclerosis (Arterioscler Thromh
Vase Biol., 24: 1006-1014, 2004; Trends Cardiovasc Med,
14: 187-190, 2004). The studies may be performed as
described by Johnson et al. in Circulation, 111: 1422-1430,
2005, or using modifications thereof. Apolipoprotein E-De-
ficient Mouse Model Apolipoprotein E (apoE) is a compo-
nent of several plasma lipoproteins, including chylomicrons,
VLDL, and HDL. Receptor-mediated catabolism of these
lipoprotein particles is mediated through the interaction of
apoE with the LDL receptor (LDLR) or with LDLR-related
protein (LRP). ApoE-deficient mice exhibit hypercholester-
olemia and develop complex atheromatous lesions similar to
those seen in humans. The efficacy of the compounds of the
present invention was also evaluated using this animal
model.

Other animal models for inflammatory diseases, which
are suitable for use in the aforementioned screening method,
are the thioglycollate-induced inflammation model in mice,
the collagen-induced Arthritis Model in Rat and in rat
models of restenosis (e.g. the effects of the test compounds
on rat carotid artery responses to the balloon catheter injury).

In regard to inflammatory diseases, the efficacy of the
Qpct inhibitors can be assayed by measuring the inhibition
of the chemotaxis of a human monocytic cell line (THP-1
cells) induced by human MCP-1 in vitro. The assay is
described in example 16. This inhibitory effect has also been
observed in vivo. Effective test compounds should show a
reduced monocyte infiltration in a thioglycollate-induced
inflammation model in mice.

Furthermore, the inhibition of the formation of pGlu-
MCP-1 can be tested in vitro and in vivo.

The methods of the invention can advantageously use
cells isolated from a homozygous or heterozygous Qpct
mutant non-human mammeal, to study amyloid accumulation
as well as to test potential therapeutic compounds. The
methods of the invention can also be used with cells express-
ing Qpct such as a transfected cell line.

A Qpct knock-out cell can be used in an in vitro method
to screen compounds as potential therapeutic agents for
treating AP associated disease. In such a method, a com-
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pound is contacted with a Qpct knock-out cell, a transfected
cell or a cell derived from a Qpct mutant non-human animal,
and screened for alterations in a phenotype associated with
expression of Qpct. The changes in AP production in the
cellular assay and the knock-out animal can be assessed by
methods well known to those skilled in the art.

A Qpct fusion polypeptide such as Qpct can be particu-
larly useful for such screening methods since the expression
of Qpct can be monitored by fluorescence intensity. Other
exemplary fusion polypeptides include other fluorescent
proteins, or modifications thereof, glutathione-S-transferase
(GST), maltose binding protein, poly His, and the like, or
any type of epitope tag. Such fusion polypeptides can be
detected, for example, using antibodies specific to the fusion
polypeptides. The fusion polypeptides can be an entire
polypeptide or a functional portion thereof so long as the
functional portion retains desired properties, for example,
antibody binding activity or fluorescence activity.

The invention further provides a method of identitying a
potential therapeutic agent for use in treating the diseases as
mentioned above. The method includes the steps of contact-
ing a cell containing the above DNA construct with a
compound and screening the cell for the results to be
observed, thereby identifying a potential therapeutic agent
for use in treating Qpct-related diseases. The cell can be
isolated from a knock-out non-human mammal having
nucleated cells containing the Qpct DNA construct. Alter-
natively, the cell can contain a DNA construct comprising a
nucleic acid encoding a green fluorescent protein fusion, or
other fusion polypeptide, with a Qpct polypeptide.

Additionally, Qpct knock-out cells expressing a Qpct
polypeptide can be used in a preliminary screen to identify
compounds as potential therapeutic agents having activity
that alters a phenotype associated with Qpct expression. As
with in vivo screens using Qpct knock-out non-human
mammals, an appropriate control cell can be used to com-
pare the results of the screen. The effectiveness of com-
pounds identified by an initial in vitro screen using Qpct
knock-out cells can be further tested in vivo using the
invention Qpct knock-out non-human mammals, if desired.
Thus, the invention provides methods of screening a large
number of compounds using a cell-based assay, for example,
using high throughput screening, as well as methods of
further testing compounds as therapeutic agents in an animal
model of Ap-related disorders.

The present invention also provides a new method for the
treatment of Mild Cognitive Impairment (MCI), Alzheim-
er’s disease, Familial Danish Dementia, Familial British
Dementia and neurodegeneration in Down syndrome. The
N-termini of the amyloid p-peptides deposited in the
Alzheimer’s disease and Down syndrome brain and the
amyloid peptides ADan and ABri deposited in Familial
Danish Dementia and Familial British Dementia as well,
bear pyroglutamic acid. The pGlu formation is an important
event in the development and progression of the disease,
since the modified amyloid p-peptides, ADan and ABri show
an enhanced tendency to amyloid aggregation and toxicity,
likely worsening the onset and progression of the disease.
(Russo, C. et al. 2002 J Neurochem 82, 1480-1489; Ghiso,
J. et al. 2001 Amyloid 8, 277-284).

In the natural AP-peptides (3-40/42), glutamic acid is
present as an N-terminal amino acid.

Qpct is involved in the formation of pyroglutamic acid
that favors the aggregation of amyloid p-peptides. Thus, an
inhibition of Qpct leads to a prevention of the precipitation
of the plaque-forming [pGlu*]AR3-40/42/43 or [pGlu'!]
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ApP11-40/42/43, causing the onset and progression of
Alzheimer’s disease and Down Syndrome.

Glutamate is found in positions 3, 11 and 22 of the
amyloid p-peptide. Among them the mutation from glutamic
acid (E) to glutamine (Q) in position 22 (corresponds to
amino acid 693 of the amyloid precursor protein APP770,
Swissprot entry: P05067) has been described as the so-called
Dutch type cerebroarterial amyloidosis mutation.

The p-amyloid peptides with a pyroglutamic acid residue
in position 3, 11 and/or 22 have been described to be more
cytotoxic and hydrophobic than Af1-40/4243 (Saido T. C.
2000 Medical Hypotheses 54(3): 427-429).

The multiple N-terminal variations can be generated by
the p-secretase enzyme [-site amyloid precursor protein-
cleaving enzyme (BACE) at different sites (Huse J. T. et al.
2002 Biol. Chem. 277 (18): 16278-16284), and/or by amino-
peptidase processing.

There had been no experimental evidence supporting the
enzymatic conversion of Glu'-peptides into pGlu-peptides
by an unknown glutamyl cyclase (EC) (Garden, R. W,
Moroz, T. P, Gleeson, J. M., Floyd, P. D, Li, L. J,
Rubakhin, S. S., and Sweedler, J. V. (1999) J Neurochem 72,
676-681; Hosoda R. et al. (1998) J Neuropathol Exp Neurol.
57, 1089-1095). No such enzyme activity had been identi-
fied, capable of cyclizing Glu'-peptides, which are proto-
nated N-terminally and possess a negatively charged Glu*
y-carboxylate moiety under mildly alkaline or neutral pH-
conditions.

QC-activity against Gln'-substrates is dramatically
reduced below pH 7.0. In contrast, it appears that Glu'-
conversion can occur at acidic reaction conditions (e.g.
Iwatsubo, T., Saido, T. C., Mann, D. M., Lee, V. M., and
Trojanowski, J. Q. (1996) Am J Pathol 149, 1823-1830).

Earlier, it was investigated whether Qpct is able to rec-
ognize and to turnover amyloid-f§ derived peptides under
mildly acidic conditions (WO 2004/098625). Therefore, the
peptides [GIn*]Al-11a, AR3-11a, [GIn*]AR3-11a, AP3-21a,
[GIn®*]AB3-21a and [GIn®]AB3-40 as potential substrates of
the enzyme were synthesized and investigated. These
sequences were chosen for mimicking natural N-terminally
and C-terminally truncated [Glu®]AB peptides and [GIn®]AB
peptides which could occur due to posttranslational Glu-
amidation.

It was shown that papaya and human Qpct catalyze both
glutaminyl and glutamyl cyclization. Apparently, the pri-
mary physiological function of Qpct is to finish hormone
maturation in endocrine cells by glutamine cyclization prior
or during the hormone secretion process. Such secretory
vesicles are known to be acidic in pH. Thus, a side activity
of the enzyme in the narrow pH-range from 5.0 to 7.0 could
be its newly discovered glutamyl cyclase activity cyclizing
also Glu-Ap peptides. However, due to the much slower
occurring Glu-cyclization compared to Gln-conversion, it is
questionable whether the glutamyl cyclization plays a sig-
nificant physiological role. In the pathology of neurodegen-
erative disorders, however, the glutamyl cyclization is of
relevance.

Investigating the pH-dependency of this enzymatic reac-
tion, it has been shown that the unprotonated N-terminus
was essential for the cyclization of Gln'-peptides and
accordingly that the pKa-value of the substrate was identical
to the pKa-value for Qpct-catalysis. Thus, Qpct stabilizes
the intramolecular nucleophilic attack of the unprotonated
a-amino moiety on the 7-carbonyl carbon.

In contrast to the monovalent charge present on N-termi-
nal glutamine containing peptides, the N-terminal Glu-
residue in Glu-containing peptides is predominantly biva-
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lently charged at neutral pH. Glutamate exhibits pK -values
of'about 4.2 and 7.5 for the y-carboxylic and for the c-amino
moiety, respectively, i.e. at neutral pH and above, although
the a-amino nitrogen is in part or fully unprotonated and
nucleophilic, the y-carboxylic group is unprotonated, and so
exercising no electrophilic carbonyl activity. Hence, intra-
molecular cyclization is impossible.

However, in the pH-range of about 5.2-6.5, between their
respective pK -values, the two functional groups are present
both in non-ionized forms, in concentrations of about 1-10%
(—NH,) or 10-1% (—COOH) of total N-terminal Glu-
containing peptide. As a result, over a mildly acidic pH-
range species of N-terminal Glu-peptides are present which
carry both groups uncharged, and, therefore, it is possible
that Qpct could stabilize the intermediate of intramolecular
cyclization into the pGlu-peptide, i.e. if the y-carboxylic
group is protonated, the carbonyl carbon is electrophilic
enough to allow nucleophilic attack by the unprotonated
a-amino group. At this pH the hydroxyl ion functions as a
leaving group. These assumptions are corroborated by the
pH-dependence data obtained for the Qpct catalyzed con-
version of Glu-pNA. In contrast to glutamine conversion of
Gln-BNA by Qpct, the pH-optimum of catalysis shifts to the
acidic range around pH 6.0, i.e. the pH-range, in which
substrate molecule species are simultaneously abundant
carrying a protonated 7-carboxyl and unprotonated ci-amino
group. Furthermore, the kinetically determined pKa-value of
7.554/-0.02 is in excellent agreement with that of the
a-amino group of Glu-f3NA, determined by titration
(7.57+0.05).

Physiologically, at pH 6.0 the second-order rate constant
(or specificity constant, k_,./K,,) of the Qpct-catalyzed glu-
tamate cyclization might be in the range of 1*10°-1*10° fold
slower than the one for glutamine cyclization. However, the
nonenzymatic turnover of both model substrates Glu-gNA
and Gln-pNA is negligible, being conform with the observed
negligible pGlu-peptide formation. Hence, for the pGlu-
formation by Qpct an acceleration of at least 10® can be
estimated from the ratio of the enzymatic versus non-
enzymatic rate constants (comparing the second-order rate
constants for the enzyme catalysis with the respective non-
enzymatic cyclization first-order rate constants the catalytic
proficiency factor is 10°-10'° M~! for the Gln- and the
Glu-conversion, respectively). The conclusion from these
data is, that in vivo only an enzymatic path resulting
pGlu-formations seems conceivable.

Since Qpct is highly abundant in the brain and taking into
account the high turnover rate of 0.9 min™' recently found
for the maturation of 30 uM of (Gln-)TRH-like peptide
(Prokal, L., Prokai-Tatrai, K., Ouyang, X., Kim, H. S., Wu,
W. M., Zharikova, A., and Bodor, N. (1999) J Med Chem 42,
4563-4571), one can predict a cyclization half-life of about
100 hours for an appropriate glutamate-substrate, if similar
reaction conditions are provided. Moreover, given compart-
mentalization and localization of brain Qpct in the secretory
pathway, the actual in vivo enzyme and substrate concen-
trations and reaction conditions might be even more favor-
able for the enzymatic cyclization in the intact cell. And, if
N-terminal Glu is transformed to Gln a much more rapid
pGlu-formation mediated by Qpct could be expected. In
vitro, both reactions were suppressed by applying inhibitors
of Qpct-activity.

In summary, it was shown that human Qpct, which is
highly abundant in the brain, is likely a catalyst of the
formation of the amyloidogenic pGlu-Ap peptides from
Glu-Ap and Gln-Ap precursors, which make up more than
50% of the plaque deposits found in Alzheimer’s disease.
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These findings identify Qpct as a player in senile plaque
formation and thus as a novel drug target in the treatment of
Alzheimer’s disease, neurodegeneration in Down Sydrome,
Familial Danish Dementia and Familial British Dementia.
See, e.g. WO 2004/098625 and WO 2005/039548.

In a preferred embodiment, the present invention provides
the use of activity-decreasing effectors of Qpct, as selected
with use of the present inventive animal model, for the
suppression of pGlu-Amyloid peptide formation in Mild
Cognitive Impairment, Alzheimer’s disease, Down Syn-
drome, Familial Danish Dementia and Familial British
Dementia.

In a further embodiment, the present invention provides
the use of activity-increasing effectors of Qpct, as selected
with use of the present inventive animal model, for the
stimulation of gastrointestinal tract cell proliferation, espe-
cially gastric mucosal cell proliferation, epithelial cell pro-
liferation, the differentiation of acid-producing parietal cells
and histamine-secreting enterochromaffin-like (ECL) cells,
and the expression of genes associated with histamine
synthesis and storage in ECL cells, as well as for the
stimulation of acute acid secretion in mammals by main-
taining or increasing the concentration of active[pGlu']-
Gastrin.

In a preferred embodiment, the present invention provides
the use of activity-decreasing effectors of Qpct, as selected
with use of the present inventive animal model, for the
suppression of pGlu-cytokine function, preferably
chemokine function, most preferably monocyte chemoat-
tractant function in Alzheimer’s disease, Down Syndrome,
Familial Danish Dementia and Familial British Dementia,
atherosclerosis and restenosis.

A number of studies have underlined in particular the
crucial role of MCP-1 for the development of atherosclerosis
(Gu, L., et al., (1998) Mol. Cell. 2, 275-281; Gosling, J., et
al., (1999) J. Clin. Invest 103, 773-778); rheumatoid arthritis
(Gong, J. H., etal., (1997) J Exp. Med 186, 131-137; Ogata,
H., et al., (1997) J Pathol. 182, 106-114); pancreatitis
(Bhatia, M., et al., (2005) Am. J Physiol Gastrointest. Liver
Physiol 288, G1259-G1265); Alzheimer’s disecase (Yama-
moto, M., et al., (2005) Am. J Pathol. 166, 1475-1485); lung
fibrosis (Inoshima, 1., et al., (2004) Am. J Physiol Lung Cell
Mol. Physiol 286,1.1038-1.1044); renal fibrosis (Wada, T., et
al., (2004) J. Am. Soc. Nephrol. 15, 940-948), and graft
rejection (Saiura, A., et al., (2004) Arterioscler. Thromb.
Vasc. Biol. 24, 1886-1890). Furthermore, MCP-1 might also
play a role in gestosis (Katabuchi, H., et al., (2003) Med
Electron Microsc. 36, 253-262), as a paracrine factor in
tumor development (Ohta, M., et al., (2003) Int. J. Oncol.
22,773-778; Li, S., et al., (2005) J Exp. Med 202, 617-624),
neuropathic pain (White, F. A., et al., (2005) Proc. Natl.
Acad. Sci. U.S.4) and AIDS (Park, I. W., Wang, J. F., and
Groopman, J. E. (2001) Blood 97, 352-358; Coll, B., et al.,
(2006) Cytokine 34, 51-55).

The mature form of human and rodent MCP-1 is post-
translationally modified by Glutaminyl Cyclase (Qpct) to
possess an N-terminal pyroglutamyl (pGlu) residue. The
N-terminal pGlu modification makes the protein resistant
against N-terminal degradation by aminopeptidases, which
is of importance, since chemotactic potency of MCP-1 is
mediated by its N-terminus (Van Damme, J., et al., (1999)
Chem Immunol 72, 42-56). Artificial elongation or degra-
dation leads to a loss of function although MCP-1 still binds
to its receptor (CCR2) (Proost, P., et al., (1998), J Immunol
160, 4034-4041; Zhang, Y. J., et al., 1994, J Biol Chem 269,
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15918-15924; Masure, S., et al., 1995, J Interferon Cytokine
Res. 15, 955-963; Hemmerich, S., et al., (1999) Biochem-
istry 38, 13013-13025).

Due to the major role of MCP-1 in a number of discase
conditions, an anti-MCP-1 strategy is required. Therefore,
small orally available compounds inhibiting the action of
MCP-1 are promising candidates for a drug development.
Inhibitors of Glutaminyl Cyclase are small orally available
compounds, which target the important step of pGlu-forma-
tion at the N-terminus of MCP-1 (Cynis, H., et al., (2006)
Biochim. Biophys. Acta 1764, 1618-1625; Buchholz, M., et
al., (2006) J Med Chem 49, 664-677). In consequence,
caused by Qpct-inhibition, the N-terminus of MCP-1 is not
protected by a pGlu-residue. Instead, the N-terminus pos-
sesses a glutamine-proline motif, which is prone to cleavage
by dipeptidylpeptidases, e.g. dipeptidylpeptidase 4 and
fibroblast activating protein (FAP, Seprase), which are abun-
dant on the endothelium and within the blood circulation.
This cleavage results in the formation of N-terminal trun-
cated MCP-1. These molecules unfold, in turn, an antago-
nistic action at the CCR2 and therefore, monocyte-related
disease conditions are inhibited efficiently.

In a further embodiment, the present invention provides
the use of activity decreasing effectors of Qpct, as selected
with use of the present inventive animal model, for the
treatment of duodenal ulcer disease and gastric cancer with
or without Helicobacter pylori in mammals by decreasing
the conversion rate of inactive [GIn']Gastrin to active
[pGlu'|Gastrin.

Neurotensin (NT) is a neuropeptide implicated in the
pathophysiology of schizophrenia that specifically modu-
lates neurotransmitter systems previously demonstrated to
be misregulated in this disorder. Clinical studies in which
cerebrospinal fluid (CSF) NT concentrations have been
measured revealed a subset of schizophrenic patients with
decreased CSF NT concentrations that are restored by effec-
tive antipsychotic drug treatment. Considerable evidence
also exists concordant with the involvement of NT systems
in the mechanism of action of antipsychotic drugs. The
behavioural and biochemical effects of centrally adminis-
tered N'T remarkably resemble those of systemically admin-
istered antipsychotic drugs, and antipsychotic drugs increase
NT neurotransmission. This concatenation of findings led to
the hypothesis that NT functions as an endogenous antip-
sychotic. Moreover, typical and atypical antipsychotic drugs
differentially alter NT neurotransmission in nigrostriatal and
mesolimbic dopamine terminal regions, and these effects are
predictive of side effect liability and efficacy, respectively
(Binder, E. B. et al. 2001 Biol Psychiatry 50 856-872).

In another embodiment, the present invention provides
the use of activity increasing effectors of Qpct, as selected
with use of the present inventive animal model, for the
preparation of antipsychotic drugs and/or for the treatment
of schizophrenia in mammals. The effectors of Qpct either
maintain or increase the concentration of active [pGlu']
neurotensin.

Fertilization promoting peptide (FPP), a tripeptide related
to thyrotrophin releasing hormone (TRH), is found in semi-
nal plasma. Recent evidence obtained in vitro and in vivo
showed that FPP plays an important role in regulating sperm
fertility. Specifically, FPP initially stimulates nonfertilizing
(incapacitated) spermatozoa to “switch on” and become
fertile more quickly, but then arrests capacitation so that
spermatozoa do not undergo spontaneous acrosome loss and
therefore do not lose fertilizing potential. These responses
are mimicked, and indeed augmented, by adenosine, known
to regulate the adenylyl cyclase (AC)/cAMP signal trans-



US 9,462,793 B2

31

duction pathway. Both FPP and adenosine have been shown
to stimulate cAMP production in incapacitated cells but
inhibit it in capacitated cells, with FPP receptors somehow
interacting with adenosine receptors and G proteins to
achieve regulation of AC. These events affect the tyrosine
phosphorylation state of various proteins, some being
important in the initial “switching on”, and others possibly
being involved in the acrosome reaction itself. Calcitonin
and angiotensin II, also found in seminal plasma, have
similar effects in vitro on incapacitated spermatozoa and can
augment responses to FPP. These molecules have similar
effects in vivo, affecting fertility by stimulating and then
maintaining fertilizing potential. Either reductions in the
availability of FPP, adenosine, calcitonin, and angiotensin 11
or defects in their receptors contribute to male infertility
(Fraser, L. R. and Adeoya-Osiguwa, S. A. 2001 Vitam Horm
63, 1-28).

In a further embodiment, the present invention provides
the use of activity-lowering effectors of Qpct, as selected
with the present inventive animal model, for the preparation
of fertilization prohibitive drugs and/or to reduce the fertility
in mammals. The activity lowering effectors of Qpct
decrease the concentration of active [pGlu'|FPP, leading to
a prevention of sperm capacitation and deactivation of
sperm cells. In contrast it could be shown that activity-
increasing effectors of Qpct are able to stimulate fertility in
males and to treat infertility.

In another embodiment, the present invention provides
the use of effectors of Qpct, as selected with use of the
present inventive animal model, for the preparation of a
medicament for the treatment of pathophysiological condi-
tions, such as suppression of proliferation of myeloid pro-
genitor cells, neoplasia, inflammatory host responses, can-
cer, malign metastasis, melanoma, psoriasis, rheumatoid
arthritis, atherosclerosis, lung fibrosis, liver fibrosis, renal
fibrosis, graft rejection, acquired immune deficiency syn-
drome, impaired humoral and cell-mediated immunity
responses, leukocyte adhesion and migration processes at
the endothelium.

In a further embodiment, the present invention provides
the use of effectors of Qpct, as selected with use of the
present inventive animal model, for the preparation of a
medicament for the treatment of impaired food intake and
sleep-wakefulness, impaired homeostatic regulation of
energy metabolism, impaired autonomic function, impaired
hormonal balance and impaired regulation of body fluids.

Polyglutamine expansions in several proteins lead to
neurodegenerative disorders, such as Chorea Huntington,
Parkinson disease and Kennedy’s disease. The mechanism
therefore remains largely unknown. The biochemical prop-
erties of polyglutamine repeats suggest one possible expla-
nation: endolytic cleavage at a glutaminyl-glutaminyl bond
followed by pyroglutamate formation may contribute to the
pathogenesis through augmenting the catabolic stability,
hydrophobicity, amyloidogenicity, and neurotoxicity of the
polyglutaminyl proteins (Saido, T. C.; Med Hypotheses
(2000) March; 54(3):427-9).

In a further embodiment, the present invention therefore
provides the use of effectors of Qpct, as selected with the
present inventive animal model, for the preparation of a
medicament for the treatment of Parkinson disease and
Huntington’s disease.

In another embodiment, the present invention provides a
general way to reduce or inhibit the enzymatic activity of
Qpct by using the test agent selected above.

Inhibition of a mammalian Qpct was only detected ini-
tially for 1,10-phenanthroline and reduced 6-methylpterin
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(Busby, W. H. J. et al. 1987 J Biol Chem 262, 8532-8536).
EDTA did not inhibit Qpct, thus it was concluded that Qpct
is not a metal-dependent enzyme (Busby, W. H. I. et al, 1987
J Biol Chem 262, 8532-8536, Bateman, R. C. J. et al. 2001
Biochemistry 40, 11246-11250, Booth, R. E. et al. 2004
BMC Biology 2). However, it was shown, that human Qpct
and other animal Qpcts are metal-dependent enzymes, as
revealed by the inhibition characteristics of Qpct by 1,10-
phenanthroline, dipicolinic acid, 8-hydroxy-quinoline and
other chelators and by the reactivation of Qpct by transition
metal ions. Finally, the metal dependence is outlined by a
sequence comparison to other metal-dependent enzymes,
showing a conservation of the chelating amino acid residues
also in human Qpct. The interaction of compounds with the
active-site bound metal ion represents a general way to
reduce or inhibit Qpct activity.

The agents selected by the above-described screening
methods can work by decreasing the conversion of at least
one substrate of Qpct (negative effectors, inhibitors), or by
increasing the conversion of at least one substrate of Qpct
(positive effectors, activators).

The compounds of the present invention can be converted
into acid addition salts, especially pharmaceutically accept-
able acid addition salts.

The salts of the compounds of the invention may be in the
form of inorganic or organic salts.

The compounds of the present invention can be converted
into and used as acid addition salts, especially pharmaceu-
tically acceptable acid addition salts. The pharmaceutically
acceptable salt generally takes a form in which a basic side
chain is protonated with an inorganic or organic acid.
Representative organic or inorganic acids include hydro-
chloric, hydrobromic, perchloric, sulfuric, nitric, phos-
phoric, acetic, propionic, glycolic, lactic, succinic, maleic,
fumaric, malic, tartaric, citric, benzoic, mandelic, methane-
sulfonic, hydroxyethanesulfonic, benzenesulfonic, oxalic,
pamoic, 2-naphthalenesulfonic, p-toluenesulfonic, cyclo-
hexanesulfamic, salicylic, saccharinic or triflu-oroacetic
acid. All pharmaceutically acceptable acid addition salt
forms of the compounds of the present invention are
intended to be embraced by the scope of this invention.

In view of the close relationship between the free com-
pounds and the compounds in the form of their salts,
whenever a compound is referred to in this context, a
corresponding salt is also intended, provided such is pos-
sible or appropriate under the circumstances.

Where the compounds according to this invention have at
least one chiral center, they may accordingly exist as
enantiomers. Where the compounds possess two or more
chiral centers, they may additionally exist as diastereomers.
It is to be understood that all such isomers and mixtures
thereof are encompassed within the scope of the present
invention. Furthermore, some of the crystalline forms of the
compounds may exist as polymorphs and as such are
intended to be included in the present invention. In addition,
some of the compounds may form solvates with water (i.e.
hydrates) or common organic solvents, and such solvates are
also intended to be encompassed within the scope of this
invention.

The compounds, including their salts, can also be
obtained in the form of their hydrates, or include other
solvents used for their crystallization.

In a further embodiment, the present invention provides a
method of preventing or treating a condition mediated by
modulation of the Qpct enzyme activity in a subject in need
thereof which comprises administering any of the com-
pounds of the present invention or pharmaceutical compo-
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sitions thereof in a quantity and dosing regimen therapeu-
tically effective to treat the condition. Additionally, the
present invention includes the use of the compounds of this
invention, and their corresponding pharmaceutically accept-
able acid addition salt forms, for the preparation of a
medicament for the prevention or treatment of a condition
mediated by modulation of the Qpct activity in a subject.
The compound may be administered to a patient by any
conventional route of administration, including, but not
limited to, intravenous, oral, subcutaneous, intramuscular,
intradermal, parenteral and combinations thereof.

In a further preferred form of implementation, the inven-
tion relates to pharmaceutical compositions, that is to say,
medicaments, that contain at least one compound of the
invention or salts thereof, optionally in combination with
one or more pharmaceutically acceptable carriers and/or
solvents.

The pharmaceutical compositions may, for example, be in
the form of parenteral or enteral formulations and contain
appropriate carriers, or they may be in the form of oral
formulations that may contain appropriate carriers suitable
for oral administration. Preferably, they are in the form of
oral formulations.

The effectors of Qpct activity administered according to
the invention may be employed in pharmaceutically admin-
istrable formulations or formulation complexes as inhibitors
or in combination with inhibitors, substrates, pseudosub-
strates, inhibitors of Qpct expression, binding proteins or
antibodies of those enzyme proteins that reduce the Qpct
protein concentration in mammals. The compounds of the
invention make it possible to adjust treatment individually to
patients and diseases, it being possible, in particular, to avoid
individual intolerances, allergies and side-effects.

The compounds also exhibit differing degrees of activity
as a function of time. The physician providing treatment is
thereby given the opportunity to respond differently to the
individual situation of patients: he is able to adjust precisely,
on the one hand, the speed of the onset of action and, on the
other hand, the duration of action and especially the intensity
of action.

A preferred treatment method according to the invention
represents a new approach for the prevention or treatment of
a condition mediated by modulation of the Qpct enzyme
activity in mammals. It is advantageously simple, suscep-
tible of commercial application and suitable for use, espe-
cially in the treatment of diseases that are based on unbal-
anced concentration of physiological active Qpct substrates
in mammals and especially in human medicine.

The compounds may be advantageously administered, for
example, in the form of pharmaceutical preparations that
contain the active ingredient in combination with customary
additives like diluents, excipients and/or carriers known
from the prior art. For example, they can be administered
parenterally (for example i.v. in physiological saline solu-
tion) or enterally (for example orally, formulated with cus-
tomary carriers).

Depending on their endogenous stability and their bio-
availability, one or more doses of the compounds can be
given per day in order to achieve the desired normalisation
of the blood glucose values. For example, such a dosage
range in humans may be in the range of from about 0.01 mg
to 250.0 mg per day, preferably in the range of about 0.01
to 100 mg of compound per kilogram of body weight.

By administering effectors of Qpct activity to a mammal
it could be possible to prevent or alleviate or treat conditions
selected from Mild Cognitive Impairment, Alzheimer’s dis-
ease, Down Syndrome, Familial Danish Dementia, Familial
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British Dementia, Huntington’s Disease, ulcer disease and
gastric cancer with or w/o Helicobacter pylori infections,
pathogenic psychotic conditions, schizophrenia, infertility,
neoplasia, inflammatory host responses, cancer, psoriasis,
restenosis, pancreatitis, theumatoid arthritis, atherosclerosis,
lung fibrosis, liver fibrosis, renal fibrosis, graft rejection,
acquired immune deficiency syndrome, impaired humoral
and cell-mediated immune responses, leukocyte adhesion
and migration processes in the endothelium, impaired food
intake, sleep-wakefulness, impaired homeostatic regulation
of energy metabolism, impaired autonomic function,
impaired hormonal balance and impaired regulation of body
fluids.

Further, by administering effectors of Qpct activity to a
mammal it could be possible to stimulate gastrointestinal
tract cell proliferation, preferably proliferation of gastric
mucosal cells, epithelial cells, acute acid secretion and the
differentiation of acid producing parietal cells and hista-
mine-secreting enterochromaffin-like cells.

In addition, administration of Qpct inhibitors to mammals
may lead to a loss of sperm cell function thus suppressing
male fertility. Thus, the prevent invention provides a method
for the regulation and control of male fertility and the use of
activity lowering effectors of Qpct for the preparation of
contraceptive medicaments for males.

Furthermore, by administering effectors of Qpct activity
to a mammal it may be possible to suppress the proliferation
of myeloid progenitor cells.

The compounds used according to the invention can
accordingly be converted in a manner known per se into
conventional formulations, such as, for example, tablets,
capsules, dragées, pills, suppositories, granules, aerosols,
syrups, liquid, solid and cream-like emulsions and suspen-
sions and solutions, using inert, non-toxic, pharmaceutically
suitable carriers and additives or solvents. In each of those
formulations, the therapeutically effective compounds are
preferably present in a concentration of approximately from
0.1 to 80% by weight, more preferably from 1 to 50% by
weight, of the total mixture, that is to say, in amounts
sufficient for the mentioned dosage latitude to be obtained.

The substances can be used as medicaments in the form
of dragées, capsules, biteable capsules, tablets, drops, syrups
or also as suppositories or as nasal sprays.

The formulations may be advantageously prepared, for
example, by extending the active ingredient with solvents
and/or carriers, optionally with the use of emulsifiers and/or
dispersants, it being possible, for example, in the case where
water is used as diluent, for organic solvents to be optionally
used as auxiliary solvents.

Examples of excipients useful in connection with the
present invention include: water, non-toxic organic solvents,
such as paraffins (for example natural oil fractions), veg-
etable oils (for example rapeseed oil, groundnut oil, sesame
oil), alcohols (for example ethyl alcohol, glycerol), glycols
(for example propylene glycol, polyethylene glycol); solid
carriers, such as, for example, natural powdered minerals
(for example highly dispersed silica, silicates), sugars (for
example raw sugar, lactose and dextrose); emulsifiers, such
as non-ionic and anionic emulsifiers (for example polyoxy-
ethylene fatty acid esters, polyoxyethylene fatty alcohol
ethers, alkylsulphonates and arylsulphonates), dispersants
(for example lignin, sulphite liquors, methylcellulose, starch
and polyvinylpyrrolidone) and lubricants (for example mag-
nesium stearate, talcum, stearic acid and sodium lauryl
sulphate) and optionally flavourings.

Administration may be carried out in the usual manner,
preferably enterally or parenterally, especially orally. In the
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case of enteral administration, tablets may contain in addi-
tion to the mentioned carriers further additives such as
sodium citrate, calcium carbonate and calcium phosphate,
together with various additives, such as starch, preferably
potato starch, gelatin and the like. Furthermore, lubricants,
such as magnesium stearate, sodium lauryl sulphate and
talcum, can be used concomitantly for tabletting. In the case
of aqueous suspensions and/or elixirs intended for oral
administration, various taste correctives or colourings can be
added to the active ingredients in addition to the above-
mentioned excipients.

In the case of parenteral administration, solutions of the
active ingredients using suitable liquid carriers can be
employed. In general, it has been found advantageous to
administer, in the case of intravenous administration,
amounts of approximately from 0.01 to 2.0 mg/kg, prefer-
ably approximately from 0.01 to 1.0 mg/kg, of body weight
per day to obtain effective results and, in the case of enteral
administration, the dosage is approximately from 0.01 to 2
mg/kg, preferably approximately from 0.01 to 1 mg/kg, of
body weight per day.

It may nevertheless be necessary in some cases to deviate
from the stated amounts, depending upon the body weight of
the experimental animal or the patient or upon the type of
administration route, but also on the basis of the species of
animal and its individual response to the medicament or the
interval at which administration is carried out. Accordingly,
it may be sufficient in some cases to use less than the
above-mentioned minimum amount, while, in other cases,
the mentioned upper limit will have to be exceeded. In cases
where relatively large amounts are being administered, it
may be advisable to divide those amounts into several single
doses over the day. For administration in human medicine,
the same dosage latitude is provided. The above remarks
apply analogously in that case.

For examples of pharmaceutical formulations, specific
reference is made to the examples of WO 2004/098625,
pages 50-52, which are incorporated herein by reference in
their entirety.

EXAMPLES

The above disclosure describes the present invention in
general. A more complete understanding can be obtained by
reference to the following examples. These examples are
described solely for purposes of illustration and are not
intended to limit the scope of the invention. Although
specific terms have been employed herein, such terms are
intended in a descriptive sense and not for purposes of
limitation. It should be appreciated by those of skill in the art
that the techniques disclosed in the examples that follow
represent approaches the inventors have found function well
in the practice of the invention, and thus can be considered
to constitute examples of modes for its practice. However,
those of skill in the art should, in light of the present
disclosure, appreciate that many changes can be made in the
specific embodiments that are disclosed and still obtain a
like or similar result without departing from the spirit and
scope of the invention.

Using the general strategy illustrated in FIG. 1, the
development of the Qpct constitutive and conditional knock-
out mouse lines according to the present invention com-
prised the following steps:

Cloning and sequencing of the targeted region of the

murine Qpct locus in a 129Sv/Pas genetic background

Targeting vector and positive control vector design and

construction
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Set-up of the screening conditions for the detection of
homologous recombination events, Cre-mediated and
Flp-mediated excision events (PCR and Southern blot)

Homologous recombination in ES cells

ES cell injection into blastocysts and generation of chi-
meras

Breeding of chimeras with ubiquitous Flp-expressing
animals and generation of Qcpt floxed heterozygous
mouse line.

Breeding of chimeras or heterozygous with ubiquitous
Cre-expressing animals and generation of heterozygous
mutant mice carrying a Knock-out Qpct allele.

Using the general strategy illustrated in FIG. 1, the
development of the Qpct constitutive and conditional
Knock-out mouse lines according to the present invention
comprised the following steps:

Cloning and sequencing of the targeted region of the

murine Qpct locus in a 129Sv/Pas genetic background

Targeting vector and positive control vector design and
construction

Set-up of the screening conditions for the detection of
homologous recombination events, Cre-mediated and
Flp-mediated excision events (PCR and Southern blot)

Homologous recombination in ES cells

ES cell injection into blastocysts and generation of chi-
meras

Breeding of chimeras with ubiquitous Flp-expressing
animals and generation of Qcpt floxed heterozygous
mouse line.

Breeding of chimeras or heterozygotes with ubiquitous
Cre-expressing animals and generation of heterozygous
mutant mice carrying a Knock-out Qpct allele.

Example 1
1. Mouse Qpct Gene Characterisation

The murine Qpct gene encodes for glutaminyl cyclase,
which is responsible for the presence of pyroglutamyl resi-
dues in many neuroendocrine peptides.

1.1 Mouse Qpct locus

The mouse Qpct gene is located on chromosome 17 and
extends over 37.5 kb. The C57BL/6 mouse sequence is
available on the Ensembl database (www.ensembl.org,
ENSMUSG00000024084). Using the cDNA sequence
NM_128770, the exon/intron organisation of the gene was
established. This mouse gene consists in 7 exons interrupted
by 6 introns. The translation initiation site is located in the
first exon and the stop codon is located in exon 7.

The Ensembl database search also revealed the presence
of the PRKCN gene, located on the same strand, 40 kb
upstream of the Qpct gene. No genes are known or predicted
within the 80 kb region downstream of Qpct gene, nor on the
complementary strand. The targeting of the Qpct locus is
thus not predicted to influence any other gene expression.
1.2 Mouse Qpct protein

Two isoforms are known for the murine QPCT protein.
These two isoforms (362 and 313 aa, respectively) are
translated from two mRNAs: one containing all the exons
(AK045974) and a splice variant in which exon 2 is spliced
out (BC020023).

At the functional level, residues important for the cata-
Iytic function of the protein are known in exon 3 (residue
H141, see FIG. 2), exon 4 (E202 and E203) and exon 7
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(H331). Residues important for binding to the substrate were
also characterised in exon 3 (D160) and exon 5 (D249).

2. Strategy for the Development of Qpct
Knock-Out Models

The aim of the present invention—the generation of both
constitutive and conditional Qpct Knock-out models—has
been achieved by flanking the targeted region with two LoxP
sites, allowing its ubiquitous or tissue specific deletion
following Cre-recombinase action.

Due to the size of Qpct gene, it is not possible to delete
the whole gene using classical genome engineering meth-
odology. Based on the functional data described below, Qpct
exons 4 and 5 were targeted.

Qpct Exon 4 and 5 Targeting:

Two catalytic residues encoded in exon 4 are deleted.

Substrate binding residue D248 encoded in exon 5 is
deleted.

Reduced size of the targeted region to be deleted. This
increases the probability of the homologous recombi-
nation step and allows efficient Cre-mediated recom-
bination.

The knock-out results in a frame shift leading to the
generation of an early stop codon in exon 6 and thus in
the loss of the N terminal part of the protein.

Should an alternative splicing even occur between exon 3
and 7 after the deletion of the targeted region, an early
stop codon also appears at the beginning of exon 7. This
guarantees that neither exon 6 nor exon 7 can be
translated with the Knock-out strategy proposed.

The design of a targeting vector, central to the develop-
ment of the two models, is illustrated in FIG. 3, and
displays the following features:

Introduction of two LoxP sites flanking the Qpct exons 4
and 5. One of these LoxP sites (distal LoxP site) will be
inserted in intron 3, in the long homology arm. The
second LoxP site will be inserted in intron 5. This LoxP
site will be associated with the neomycin selection
cassette (see below).

Insertion of negative and positive selection cassettes:
An FRT-flanked neomycin positive selection cassette

will be inserted (in association with a LoxP site) in
the targeting vector, to allow the selection of the
transfected ES cell clones. The FRT sites allow the
deletion of the neomycin selection cassette under the
Flp-recombinase action.

A Diphtheria Toxin A (DTA) negative selection cassette
will also be included at one extremity of the targeting
vector in order to enhance the homologous recom-
bination event at the 5' of the targeting vector

Example 2

2.1. Cloning and Sequencing of the Mouse Qpct
Homology Regions

2.1.1 Cloning of the Mouse Qpct Homology Regions

The first step of the project consisted of the cloning of
about 12 kb mouse genomic DNA fragment encompassing
Qpct exons 4 to 6. This material was used to generate the
homology arms required for the construction of the targeting
vector. As illustrated in FIG. 4, it was cloned as two
overlapping fragments:

A 5" fragment containing the Qpct exons 4 and 5 corre-

sponding to the 5' homology arm.
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A 3' fragment containing the Qpct exons 5 and 6 corre-

sponding to the 3' homology arm.

In order to ensure the successful amplification of the
homology regions, two BAC clones were isolated by screen-
ing of a murine 129-mouse BAC DNA library (CT7/Invit-
rogen) with a 544 bp probe containing Qpct exon 5. These
BAC clones are localised on membrane 201 of the library
(Invitrogen/ResGen, BAC membrane order Cat#96051).
The clones are referenced 2011.13 and 201114 (Invitrogen/
ResGen, BAC clone order Cat#96022).

Three primer sets were designed for the amplification of
each homology fragment. The three primer pairs were tested
for each amplification and the optimal combination was
selected for the amplification of the Qpct homology arms.
The amplifications were performed on the 2011.13 BAC
clone with 15 PCR cycles in order to reduce the risk of
mutations introduced during the amplification.

The details of the PCR amplification for the two frag-
ments are as follows:

Proof reading thermostable Taq polymerase: “Expand

long template PCR system” kit (Roche Diagnostics).

PCR matrix: the amplifications were performed using the

201113 BAC vector (Invitrogen/ResGen, BAC clone
order Cat#96022).

Primer sequences:

SEQ ID
No:

Amplification of the 5' long homology arm

TOR2-Al: 5' GTAGCTGGGATTACAGGAATGTGCC 3! 1

TOR2-Bl: 5' GTCCTGAAGTTTGAGAACCACTGGC 3! 2

Amplification of the 3'short homology arm

TOR2-C3: 5' GCTAACTTTGCTAAGTCAGGAGGCC 3! 3

TOR2-D3: 5' TCTACCTCACACCAGTCAGAATGGC 3! 4

PCR Conditions:
94° C. for 2 min

94° C. for 30 s,
65° C. for 30 sx15 cycles
68° C. for 7 min for A/B primers

4 min for C/D primers
68° C. for 10 min

Expected Sizes:

A1/B1 fragment: 7299 pb
C3/D3 fragment: 4901 pb
2.2 Sequencing of the Mouse Qpct Homology Regions

The A1/B1 and C3/D3 PCR fragments, containing the
long and short homology arms, respectively, were then
sub-cloned into the pCR4-TOPO vector (Stratagene). For
each fragment, three independent subclones have been fully
sequenced.

Long Arm of Homology

The sequences obtained from the 3 clones containing the
129Sv/Pas genetic background PCR amplified A1/B1 frag-
ment were first aligned with each other to identify putative
mutations introduced by the PCR amplification.

Then, the 129Sv/Pas sequences generated were aligned
with the C57BL/6 sequence available in a public database.
This enabled the determination of the polymorphism
between the C57BL/6 and 129Sv/Pas strains in the region of
interest.

One of the sequenced clones presented no mutation in the
whole amplified region. This clone has been chosen for the
following cloning steps and is referred to as TOR2-TOPO-
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LA. The fragment of the Qpct DNA sequence, which is
contained in the TOR2-TOPO-LA clone, is represented by
the sequence of SEQ ID NO. 24. The two other clones
presented 2 and 5 mutations, respectively.

The alignment with the C57BL/6 sequence leads to the
following conclusions:

Sequence deletions: 5 small regions (between 1 and 22 bp
long) are absent in the 129Sv/Pas sequence compared
to the C57BL/6 one. These deletions are all located in
intron 3.

Sequence insertions: 3 small regions (between 1 and 9 bp
long) are present only in the 129Sv/Pas sequence. Two
of these insertions are located in intron 3, the last one
is inserted in intron 4.

184 base substitutions are distributed all over the long arm
of homology sequence.

Taken together, these data suggest that the polymorphism
rate between the C57BL/6 and the 129Sv/Pas genetic back-
ground within the 7.3 kb long arm of homology is about
2.5%. This polymorphism rate is 10 times higher than the
average rate usually observed in other loci.

Short Arm of Homology

The sequences obtained from the 3 clones containing the
129Sv/Pas genetic background PCR amplified C3/D3 frag-
ment were first aligned with each other to identify putative
mutations introduced by the PCR amplification.

Then, the 129Sv/Pas sequences generated were aligned
with the C57BL/6 sequence available in a public database.
This enabled the determination of the polymorphism
between the C57BL/6 and the 129Sv/Pas strains in the
region of interest.

Two of the sequenced clones presented no mutation in the
whole amplified region. One of these two clones was chosen
for the following cloning steps and is referred to as TOR2-
TOPO-SA. The fragment of the Qpct DNA sequence, which
is contained in the TOR2-TOPO-SA clone is represented by
the sequence of SEQ ID NO. 25. The third clone sequenced
presented 2 mutations.

The alignment with the C57BL/6 sequence leads to the
following conclusions:

Sequence insertion: a 28-bp region is present only in the
129Sv/Pas sequence, in a region presenting some
repeats.

122 base substitutions are distributed all over the short
arm of homology sequence.

Taken together, these data suggest that the polymorphism
rate between the C57BL/6 and the 129Sv/Pas genetic back-
ground within the 4.9 kb short arm of homology is fairly
high (about 3%).

The targeting vector construction strategy and screening
strategies were designed based on the sequence generated
from the cloning of Qcpt exons 3 to 6.

Example 3

Construction of the Targeting Vector and Positive
Control Vector

The global strategy for the final targeting vector construc-

tion is depicted schematically in FIG. 5. This construction
can be sub-divided into 8 steps (circled numbers in FIG. 5)
performed in parallel.
Steps la and 1b: The 5' and 3' homology arms were PCR
amplified from mouse 129Sv/Pas genomic DNA. The short
arm of homology contains an extended region (indicated as
a green dotted line in 3b FIG. 5) that is not present in the
final targeting vector (see 4a and Sa, FIG. 5).
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Steps 2a and 2b: The two homology arms were subcloned in
pScript vectors containing a modified linker with all the
restriction sites used for the construction of the targeting
vector.

Step 3a: A distal LoxP site was introduced at the Bsgl site
in intron 3. This distal LoxP site was introduced together
with a Swal and BamHI restriction sites located downstream
of the LoxP site. The restriction sites are used for the
detection of the distal LoxP site in ES cell clones and for the
Southern analysis of the clones.

Step 3b: An FRT-PGK-neomycin-FRT-LoxP positive selec-
tion cassette, proven to be efficient in ES cells, was sub-
cloned into intron 5, upstream of the extended 3' homology
arm. This step leads to the generation of the positive control
vector subsequently used for PCR screening set up (see
below).

Step 4: The 5' long homology arm, containing the distal
LoxP site, was cloned together with the 3' short arm of
homology. This latter short arm is shortened at its final size,
ending at the Notl site in intron 6.

The resulting vector, referred to as TOR2-LSA vector,
was used as a targeting vector and was electroporated in ES
cells.

Step 5: Sub-cloning of a Diphteria Toxin A (DTA) negative
selection cassette upstream of the 5' long homology arm.

The TOR2-LSA vector (vector without DTA) was elec-
troporated into ES cells while trying to subclone the DTA
cassette. Indeed, the DTA selection cassette helps to coun-
terselect the ES cell clones in which the targeting vector has
been integrated randomly in the genome, but is not manda-
tory.

The targeting vector displays the following features:

Homology arms isogenic with the ES cell line that will be
used (129Sv/Pas).

Presence of exons 4 to 6 of the Qpct gene.

Total homology with targeted allele about 9 kb.

Asymmetrical homology arms (5' long arm: 6.6 kb, 3'
short arm: 2.4 kb).

Positive selection neomycin gene flanked by FRT sites.
The FRT-flanked selection cassette can be removed
using the Flp recombinase.

LoxP sites flanking the exons 4 and 5 and allowing their
deletion under the Cre-recombinase action. This dele-
tion generating Qpct Knock-out animals can be per-
formed in vivo by breeding the line with Cre-express-
ing mice. Depending on the ubiquitous or tissue
specific expression of the Cre in the mouse line used,
a constitutive or conditional Qpct Knock-out will be
obtained.

The distal LoxP site is introduced at a reduced distance (3
kb) from the neomycin selection cassette. This favours
its integration during the homologous recombination
step.

Example 4

Design and Setting Up of the Screening Strategy
for the Detection of Homologous Recombination
Events

It is absolutely crucial to design screening strategies
allowing a quick and unequivocal identification of the
homologous recombination event in ES cells. The screening
strategy is based on an initial PCR screening for a 3'
targeting event, then a PCR screening for a 5' targeting
event. The clones identified by PCR will then be confirmed
by Southern blot analysis.
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4.1 PCR Screening for Detection of a Homologous Recom-
bination Event
Screening for 3' Targeting Event:

The initial screening for detection of the expected inte-
gration of the targeting vector is achieved by PCR amplifi-
cation over the 3' short arm of homology. This PCR is
performed using a forward primer (TOR2-H, FIG. 6) hybrid-
izing in the neomycin selection cassette and a reverse primer
(TOR2-1, FIG. 6) located downstream of the targeting vector
homology sequence. Because of its localisation, this primer
set allows unequivocal and specific detection of the 3'
integration of the targeting vector in the Qpct locus.

Three sets of H/I primers (TOR2-H1/TOR2-I1 to TOR2-
H3/TOR2-13, see below) were designed to optimise the
quality of the screening. This screening was first set up on
a positive control vector (see below and FIG. 6), on wild
type 129Sv/Pas genomic DNA and on positive control
vector diluted in genomic DNA as follows:

No DNA

0.1 copy equivalent genome* of control DNA

0.5 copy equivalent genome* of control DNA

1 copy equivalent genome of control DNA

10 copy equivalent genome of control DNA

150 ng of 129Sv/Pas genomic DNA

150 ng of genomic DNA+0.1 copy equivalent genome of

control DNA

150 ng of genomic DNA+0.5 copy equivalent genome of

control DNA

150 ng of genomic DNA+1 copy equivalent genome of

control DNA

150 ng of genomic DNA+10 copy equivalent genome of

control DNA

(*) 1 copy equivalent genome of control DNA is the
weight of control DNA containing the same number of
copies as in 150 ng of genomic DNA.

1 copy equivalent genome=length of control vector (bp)x
150/6.109 bp. Thus, for TOR2-C+ vector of 7975 bp, 1 copy
equivalent genome is 2.0 10-4 ng.

This procedure allows to set-up a PCR screening which is
sensitive enough to detect 1 copy equivalent genome of
control DNA in genomic DNA. This is required for a reliable
screening of the ES cells.

3' End PCR Conditions:

Taq polymerase: from the “Expand long template PCR

system” kit (Roche diagnostics).

SEQ ID
Primer sequences: No:
TOR2-H1: 5' GTGCTACTTCCATTTGTCACGTCC 3' 5
TOR2-I1: 5' TGTGGGACATCAATGAGAGGAGAG 3' 6
TOR2-H2: 5' CTACTTCCATTTGTCACGTCCTGCACG 3' 7
TOR2-I12: 5' GTGCTACTTCCATTTGTCACGTCC 3' 8
TOR2-H3: 5' CCAGTCATAGCCGAATAGCCTCTCC 3! 9
TOR2-13: 5' AGGAGTTGGTGGGTTAGTGAGCAGG 3' 10
PCR mix and program:
Reaction Mix
Genomic DNA from ES cells 400.0 ng

dNTP 10 mM 2.5 ul
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-continued
Buffer 3 (10 x) 5l
Taq Polymerase (Qiagen) 0.75 nl
Primer 1 (100 pMol/ul) 0.15 pl
Primer 2 (100 pMol/ul) 0.15 pl
Reaction Volume 50 pl
Reaction conditions
Step Temp. Time Cycles
Denaturing 94° C. 120 s 1x
Denaturing 94° C. 30s 35x
Annealing 65° C. 30s 35x
Extension 68° C. 180 s 35x
Completion 68° C. 600 s 1x
Expected sizes:
TOR2-H1/TOR2-11 primer set: 3284 bp
TOR2-H2/TOR2-12 primer set: 2900 bp
TOR2-H3/TOR2-13 primer set: 3555 bp

No amplification is expected on wild type DNA as
TOR2-H hybridises with the neomycin cassette.

The three sets of primers were tested on serial dilutions of
the positive control vector plasmid TOR2-C+ spiked in
genomic DNA extracted from wild type 129Sv/Pas ES cells
as described above.

The primer set TOR2-H2/TOR2-12 gave the optimal
results and was selected for the screening. As illustrated in
FIG. 7, TOR2-H2/TOR2-12 primers give rise to the detec-
tion of the expected 2.9 kb band. The PCR sensitivity allows
the detection of 0.1 copy equivalent genome (lanes 2 and 6
in FIG. 7), fulfilling the PCR set up requirement. Further-
more, specificity of the PCR reaction is validated since no
signal is observed on genomic DNA extracted from wild
type 129Sv/Pas ES cells (see lane 10 in FIG. 7).

Primer set TOR2-H2/TOR2-12 was tested under condi-
tions similar to recombinant genomic structure. This was
achieved by transfecting TOR2-C+ positive control vector
into ES cell. This protocol has been established to test the
specificity of the primers and the sensitivity of the PCR
reaction. The results are illustrated in FIG. 8.

Among 39 resistant control ES cell clones screened, 13
showed the expected 2.9 kb band, as illustrated for 7 clones
in FIG. 8. This demonstrated that the PCR screening is
reliable for the screening of resistant clones obtained after
electroporation of TOR2-C+ vector. ES cell stable transfec-
tant clones 1B9 and 1A1 were selected in order to be used
as positive control during the screening of the homologous
recombination event.

Screening for 5' Targeting Event:

TOR2-J2/TOR2-K2 primers were designed to detect the
expected integration of the 5' end of the targeting vector. The
forward primer (TOR2-12, F1G. 9) is located upstream of the
long arm of homology and the reverse primer (TOR2-K2,
FIG. 9) is located in intron 4. Because of its localisation, this
primer set allows unequivocal and specific detection of the
5" integration of the targeting vector in the Qpct locus.

5" End PCR Conditions:

Taq polymerase: from the “Expand long template PCR
system” kit (Roche diagnostics).
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SEQ ID
Primer sequences: No
TOR2-J2: 5' GCCTTCTAAGTAGCTGGGATTACAGG 3' 11
TOR2-K2: 5' GAGACCCATACAGAGAATCTTGAGGG 3' 12

PCR mix and program:

Reaction conditions

Reaction Mix Step Temp. Time Cycles
Genomic DNA from  400.0 ng
ES cells
dNTP 10 mM 2.5 pul Denaturing 94°C. 120s 1x
Buffer 3 (10x) 5 pl Denaturing 94°C. 30s 35x
Taq Polymerase 0.75 pl  Annealing 65°C. 30s 35x
(Qiagen)
Primer 1 0.15 pl Extension 68°C. 180s  35x
(100 pMol/ul)
Primer 2 0.15 pl Completion 68° C. 600s 1x
(100 pMol/ul)
Reaction Volume 50 pl
Expected size for PCR products are:
PCR product Profile after Swal digestion
Wild type allele 4597 bp 4597 bp
Targeted allele 4649 bp 4018 + 631 bp

The 5' end PCR screening using the TOR2-J2/TOR2-K2
set of primers was set up on wild type DNA extracted from
ES cells and tail biopsies. The results are illustrated in FIG.
10 below.

As illustrated in FIG. 10, the expected 4.6 kb band is
observed after amplification on genomic DNA (extracted
from ES cells and tail biopsies), using GX2633-TOR2-12/
(GX2634-TOR2-K2 primers. This validates the PCR screen-
ing for the detection of the distal LoxP site both in ES cells
and on tail biopsies.

4.2 Southern Blot Analysis for the Detection of the 5' and 3'
Targeting Event

The integrity of both 5' and 3' end regions after the
homologous recombination at the Qpct locus is assessed on
the PCR-selected ES cell clones using Southern blot. The
restriction maps of the endogenous, targeted Qpct Flp- and
Cre-deleted loci are depicted in FIG. 11.

Both 5' and 3' Southern blots were performed using
restriction enzymes cutting upstream of the 5' homology arm
or downstream of the 3' homology arm (FIG. 11).

The K and R probe sequences were BLASTed against
murine genomic databases in order to select the probes with
the best specificity based on in silico analysis. Southern blots
were set up on wild type genomic DNA in order to validate
probe specificity before proceeding to the confirmation
screening itself.

Southern Blot Validation of 5' Targeting Event:

Southern blot analysis to test the 5' end homologous
recombination is based on a BamHIH digestion of the
genomic DNA and detection using a 482 bp 5' internal K
probe located in intron 3 (see FIG. 11). This K probe is
Avrll/Sacl subcloned from the TOR2-TOPO-LA vector.

Wild type genomic DNA digested by BamHI and hybrid-
ized with the designed K probe gives a band, the size is
around 13.2 kb, while recombinated genomic DNA is
expected to give a 8.9 kb band (see FIG. 11).

The hybridisation conditions used are indicated below:
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Pre-hybridisation and hybridisation: 4xSSC, 1% SDS,
0.5% skimmed milk, 20 mM EDTA, 100 pg/ml herring
sperm, at 65° C. for 18 h.

Washings: 2 times 3xSSC, 1% SDS at 65° C. for 15 min,
then 2 times 0.5xSSC, 1% SDS at 65° C. for 15 min.

Exposure: 3 days on BioMax MS films with BioMax
intensifying screens.

Preparation of the 5' K Southern blot probe:

TOR2-TOPO-LA vector is digested by Avrll/Sacl
enzymes to obtain 3 fragments at 8231, 2588 and 482
bp

The K probe is obtained by purification of the 482 bp
fragment.

Expected band sizes: Wild type Qpct allele: 13.2 kb

Recombinated Qpct allele: 8.9 kb

This Southern blot strategy was tested on genomic DNA
extracted from wild type 129Sv/Pas and 1290la ES cells and
C57BL/6 wild type tail biopsies (data not shown). The 5' K
probe has been successfully validated for both ES cell
genotyping and characterisation of heterozygous and
homozygous mice.

Southern Blot Validation of 3' Targeting Event:

Southern blot analysis to test the 3' end homologous
recombination is based on a Swal digestion of the genomic
DNA and detection using a 406 bp 3' internal R probe
located in exon 6 (see FIG. 11). This R probe is amplified by
PCR using TOR2-R1 and TOR2-R2 primers (see below).

Wild type genomic DNA digested by Swal and hybridized
with the designed R probe gives a band whose size is about
6 kb, while recombinated genomic DNA is expected to give
a 10.5 kb band (see FIG. 11).

The hybridisation conditions used are indicated below:

Pre-hybridisation and hybridisation: 4xSSC, 1% SDS,
0.5% skimmed milk, 20 mM EDTA, 100 pg/ml herring
sperm, at 65° C. for 18 h.

Washings: 2 times 3xSSC, 1% SDS at 65° C. for 15 min,
then 2 times 0.5xSSC, 1% SDS at 65° C. for 15 min.

Exposure: 3 days on BioMax MS films with BioMax
intensifying screens.

SEQ ID
Amplification of the 3'Southern blot probe: No
TOR2-R1 5' GGGCTTTCTCAGTGTTCTTAACATTCC 3! 13
TOR2-R2 5' TCTATCATTGATTCTCAGGATGCGG 3' 14

This Southern blot strategy was tested on genomic DNA
extracted from wild type 129Sv/Pas and 1290la ES cells and
C57BL/6 wild type tail biopsies (see FIG. 12) in order to
validate the probe for both ES cell genotyping and charac-
terisation of heterozygous and homozygous mice.

As presented in FIG. 12, the expected 6 kb band was
observed after Swal digestion of 129Sv/Pas and C57BL/6
genomic DNA. This result validates the 3' end Southern blot
strategy.

Example 5

Design of the Screening Strategy for the FLP- and
CRE-Mediated Excision Events

The Flp-mediated excision enables the deletion of the
neomycin cassette. This deletion can be performed in vitro,
by transfection of the targeted ES cell clones with a vali-
dated Flp-expressing plasmid, or in vivo, by breeding the
Qpct targeted animals with ubiquitous Flp-expressing mice.
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The Cre-mediated deletion of the Qpct exons 4 and 5,
leading to the Qpct Knock-out mouse line will be performed
in vivo.

PCR and Southern blot screening enable the detection of
the wild type, the targeted Flp-mediated neomycin-deleted
and the Cre-mediated Knock-out alleles.

5.1 PCR Screening Strategy for the Detection of the Flp- and
Cre-Mediated Excision Events

TOR2-N/TOR2-11 primers were designed for the detec-
tion of Cre-mediated excision events. The forward primer
TOR2-11 is located in the long arm of homology, upstream
of the neomycin cassette (FIG. 13). The forward primer
TOR2-N is located downstream of the 3' short arm of
homology.

Due to the primer set localisation, this PCR allows an
unequivocal detection of the Cre-mediated excision of the
exons 4-5 and neomycin selection cassette.

TOR2-N2/TOR2-14 primers were designed for the detec-
tion of Flp-mediated excision events. The forward primer
TOR2-N2 is located in the long arm of homology, right
upstream of the neomycin cassette (FIG. 13). The forward
primer TOR2-14 is located in the short homology arm,
downstream of the neomycin cassette.

Due to the primer set localisation, this PCR allows the
detection of the Flp-mediated excision of the neomycin
selection cassette. Since this PCR is using primers located
internally to the targeting vector, the genotyping of the
animals has to be confirmed by Southern blot analysis.
Cre-Mediated Excision PCR Conditions:

Taq polymerase: from the “Expand long template PCR

system” kit (Roche Diagnostics).

Primer sequences: SEQ ID No
GX2147-TOR2-N: 15
5' AGAGAATGACCACTGCTGAGGATG 3'
GX2140-TOR2-12: 16
5' TGTGGGACATCAATGAGAGGAGAG 3'
PCR program:
PCR cycles
94° C. 2 min
94° C. 30 sec
x35 cycles
65° C. 30 sec
68° C. 5 min
68° C. 10 min
PCR mix
DNA 30 pl
dNTP 2.5 pl 10 mM
Buffer 5l 10x
Taq Long expand 0.75 pl
Forward primer 0.15 pl 100 pMol/ul
Reverse primer 0.15 pl 100 pMol/ul
H,O to 50 pl
Expected size for PCR products is:
PCR product
Wild type allele 7318 bp
Targeted allele 9156 bp
Cre-mediated excised allele 4390 bp
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Flp-Mediated Excision PCR Conditions:
Taq polymerase: from the “Expand long template PCR
system” kit (Roche Diagnostics).

Primer sequences: SEQ ID No
GX4354-TOR2-N2: 17
5' TTGGTAAGCATCCAGTTACTAAAGAGC 3!
GX4353-TOR2-14: 18
5' GCAATCGGTTTTAATCACAGTAAGG 3!
PCR program:
PCR cycles
94° C. 2 min
94° C. 30 sec
x35 cycles
60° C. 30 sec
68° C. 5 min
68° C. 10 min
PCR mix
DNA 30 pl
dNTP 2.5 pl 10 mM
Buffer 5l 10x
Taq Long expand 0.75 pl
Forward primer 0.15 pl 100 pMol/ul
Reverse primer 0.15 pl 100 pMol/ul
H20 to 50 pl
Expected size for PCR products is:
PCR product
Wild type allele 419 bp
Targeted allele 2211 bp
Flp-mediated excised allele 538 bp

The PCR screening for the detection of the Cre-mediated
and Flp-mediated excision events (using the GX2147-
TOR2-N/GX2140-TOR2-12 set of primers and the GX4354-
TOR2-N2/GX4353-TOR2-14 set of primers, respectively)
was successfully set up on wild type DNA extracted from ES
cells and tail biopsies (data not shown).

Example 6
Preparation of the Targeting Vector

TOR2-LSA plasmid was digested by Notl to obtain its
linearization. The 13.6 kb resulting fragment was purified by
phenol/chloroform extraction followed by ethanol precipi-
tation. This preparation was then used for ES cell electropo-
ration.

Example 7

Selection and Amplification of Geneticin Resistant
ES CELL CLONES

The linear TOR2-LSA plasmid was transfected into ES
cells according to the following electroporation procedures:

100x10° ES cells in the presence of 100 ug of linearized
plasmid, 800 Volt, 300 uF. Positive selection was started 48
hours after electroporation, by addition of 200 nug/ml of
G418.
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This electroporation gave rise to 237 resistant clones.
These ES cell clones were amplified in 96-well plates and
duplicates of 96-well plates were made. The set of plates
containing ES cell clones amplified on gelatin was screened
by PCR for the detection of a homologous recombination
event.

In order to bypass the difficulties as encountered with the
injection of the first series of clones obtained (see below), a
second electroporation of the linear TOR2-L.SA plasmid was
performed under the same conditions. This second elec-
troporation gave rise to 184 resistant clones. These clones
were amplified and duplicated as for the first electropora-
tion.

Example 8
Screening of Geneticin Resistant ES Cell Clones

8.1 PCR Screening for Homologous Recombination at the 3'
End

Using PCR the 237 geneticin-resistant clones (harvested
after the first electroporation)+184 geneticin-resistant clones
(harvested after the second electroporation) were screened
for the detection of the expected homologous recombination
event at the 3' end of the targeting vector.

3" PCR screening using GX1406-TOR2-H2/GX2141-
TOR2-12 primers revealed 14 (1st electroporation)+21 (2nd
electroporation) positive clones displaying an amplified
fragment of the expected size (2.9 kb). Seven of these
positive clones are illustrated in FIG. 14.

The 3' PCR positive clones were confirmed by a second
3' PCR. The 14 positive clones identified from the first
electroporation and 10 of the positive clones identified from
the second electroporation were further analysed for the
homologous recombination event at the 5' end of the target-
ing vector.

8.2 PCR Screening for a Homologous Recombination at the
5" End

The screening for the detection of the homologous recom-
bination event at the 5' end of the targeting vector was
performed using TOR2-J2 (GX2633) and TOR2-K2
(GX2634) primers (see FIG. 9). The forward primer
(GX2633-TOR2-J2) is located upstream of the targeting
vector and the reverse primer (GX2634) is located in the
long homology arm, downstream of the distal LoxP site (see
FIG. 9).

A Swal digestion of the PCR product enables to discrimi-
nate between wild type and targeted alleles and to detect the
presence of the distal LoxP site inside the long homology
arm (see FIG. 9). Due to the primer set localisation, this
PCR, followed by a Swal digestion of the PCR products,
allows an unequivocal and specific detection of the 5'
integration of the targeting vector at the Qpct locus.

The 5' PCR results are illustrated below for three clones
(in FIG. 15).

Among the 14+10 ES cell clones identified positive using
the 5' PCR:

Eleven clones were unambiguously positive at the 5' side:
namely clones #6A3, #6C3, 6C10, 5B8, 5C5 5C12,
10A9, 10B2, 11B4, 12A2 and 15B2. As the two clones
#6A3 and #6C10 illustrated in FIG. 15, the six positive
clones displayed a 4.6 PCR product that was subdi-
vided into a 4 kb and a 0.6 kb fragments after Swal
digestion.

The results of the 5' PCR were ambiguous for the two
clones #5A11 and #5D4 (weak PCR amplification for
these two clones).

For the remaining 11 clones (#5A1, 5B2, 5B4, 5A7, 5B9,
5D4, 9A2, 9B1, 10A3, 10A10 and 11B7), the PCR
product was not cut by Swal, as illustrated for clone
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#6C30 in FIG. 15. This indicates that these 11 clones
did not undergo the expected homologous recombina-
tion at the 5' side of the targeting vector.

The 11 positive clones #6A3, #6C3, 6C10, 5B8, 5C5
5C12, 10A9, 10B2, 11B4, 12A2 and 15B2 are thus positive
for both 5' and 3' PCR screening. This demonstrated that
these clones underwent the expected recombination event on
both the 5' long homology arm and the 3' short homology
arm. Furthermore, the presence of the LoxP site at the
targeted Qpct locus was demonstrated by the Swal digestion
of the PCR product. This point is crucial to allow the future
deletion of exons 4 and 5 under Cre-recombinase action, and
thus the Qpct gene Knock-Out.

The 11 positive clones were re-amplified in 24-well plates
and further analysed by Southern blot at the 5' and 3' sides
of the targeting vector.

8.3 Southern Blot Screening

The 11 positive ES cell clones identified by PCR were
further tested by 5' Southern blot. This 5' Southern blot is
based on a BamHI digestion of the genomic DNA and
detection using a 482 bp probe, 5'K probe, located in intron
3, in the long homology arm (see Example 4, item 1.2 and
FIG. 5).

Expected band sizes: Wild type Qpct allele: 13.2 kb

Recombinated Qpct allele: 8.9 kb

As illustrated in FIG. 16 for the 6 positive clones of the
first electroporation, the presence of the two bands corre-
sponding to the wild type and targeted Qpct alleles con-
firmed the PCR screening results for the 11 clones analysed.
4 of the clones, clones #6C10, 10A9, 11B4 and 12A2,
displayed an additional band at an unexpected size. Since the
probe used was an internal probe (hybridizing inside the
targeting vector), the detection of this additional band dem-
onstrated the existence of a random integration of the
targeting vector at an unknown locus, in addition to the
expected integration of the targeting vector, through a
homologous recombination event, at the Qpct locus. Even if
this random integrant would be easily segregated from the
targeted Qpct allele, the other clones were preferentially
selected for the further development of the project.

The 11 ES cell clones were then tested by 3' Southern blot.
The 3' Southern blot is based on a Swal digestion of the
genomic DNA and detection using a 406 bp 3' internal R
probe located in exon 6 (see Example 4, 1.2 and FIG. 5).

Expected band sizes: Wild type Qpct allele: 6.0 kb

Recombinated Qpct allele: 10.5 kb

As illustrated in FIG. 17 for the 6 positive clones of the
first electroporation, the presence of the two bands corre-
sponding to the wild type and targeted Qpct alleles con-
firmed the PCR screening for the 11 clones analysed. Again,
clones #6C10, 10A9, 11B4 and 12A2 displayed additional
bands with unexpected sizes, confirming the existence of
random integrations of the targeting vector at an unknown
locus, in addition to the expected integration of the targeting
vector, through a homologous recombination event, at the
Qpct locus.

The 7 ES cell clones #5B8, #5C3, #5C12, #6A3 #6C3,
#10B2 and #15B2 were thus confirmed by Southern blot as
correctly targeted at both 5' and 3' ends of the targeting
vector. The last 4 clones #6C10, 10A9, 11B4 and 12A2 were
also confirmed as correctly targeted at both 5' and 3' ends of
the targeting vector but these clones present an additional
random integration of the targeting vector at an unknown
locus.

The ES cell clones #5CS5, #5C12, #6A3 #6C3, #15B2,
#10B2 and #11B4 were selected for the next phase of the
project corresponding to the injection into blastocysts.



US 9,462,793 B2

49
Example 9

Recombinant ES Cell Blastocyst Injections and
Generation of Chimeras

9.1 Injection Sessions

Recipient blastocysts were isolated from pregnant
C57BL/6 females (Health status SPF-Specific Pathogens
free). Based on morphological features, the ES cell clones

5

50

and did not give rise to any pup. Clone #11B4 was
injected into 30 blastocysts and gave rise to 4 pups. 3
chimeras were identified:

3 male chimeras with a percentage of chimerism of 75%,
35% and 8%.

Table 1 below compiles the results of the ES cell blasto-
cyst injection sessions performed and the chimera genera-
tion.

TABLE 1

Results from ES cell clones #6A3, #6C3, #5C12, #5C5, #1582, #10B2 and #1184 blastocyst injections

Number
Preg- of Male Female
Foster nant pups/ chimeras chimeras
Clone Injected mothers foster Date of Still (% (%
Sessions number blastocysts reimplanted — mothers birth born chimerism) chimerism)
#1 #6A3 26 2 1 4 0 20% 20%, 10%
28/10/05 16 Nov. 2005
#2 #6A3 30 2 1 6 0 20%, 15%, 20%
4/11/05 24 Nov. 2005 10%, 5%
#6C3 60 4 4 13 0 30%, 5%, 20%, 20%,
24 Nov. 2005 5% 2%
#3 #6A3 30 2 1 9 0 15%, 10%, —
18/11/05 7 Nov. 2005 5%
#4 #6C3 30 2 2 3 0o — 20%, 15%
2/12/05 21 Dec. 2005
#5 #5C12 24 2 1 4 0 35%,15% —
6/01/06 25 Jan. 2006
#5C5 24 2 0 — - — —
#6 #5C12 30 2 0 — - — —
5/03/06 #5C5 30 2 1 3 0o — 90%, 60%,
10%
#7 #15B2 30 2 1 6 0 75% 90%, 1%
21/04/06 10 May 2006
#10B2 30 2 0 — - — —
#8 #11B4 30 2 2 4 1 75%, 35%, —
24/04/06 19 May 2006 8%

#5CS, #5C12, #6A3, #6C3, #15B2, #10B2 and #11B4 were
selected to be injected into blastocysts.

Injected blastocysts were then re-implanted into OF1
pseudo-pregnant females (Health status SOPF—Specific
and Opportunist Pathogens Free). Table 1 summarizes the
results obtained from the injection sessions.

9.2 Chimeras

Clone #6A3 was injected into 86 blastocysts and gave rise
to 19 pups. 11 chimeras were identified:

8 male chimeras with a percentage of chimerism of 20%,

15%, 10%, 5% (2 chimeras each).

3 female chimeras with a percentage of chimerism of 20%
(2 chimeras), 10% Clone #6C3 was injected into 90
blastocysts and gave rise to 16 pups. 8 chimeras were
identified:

3 male chimeras with a percentage of chimerism of 30%
and 5% (2 chimeras).

5 female chimeras with a percentage of chimerism of 20%
(3 chimeras), 15% and 2%. Clone #5C12 was injected
into 54 blastocysts and gave rise to 4 pups. 2 chimeras
were identified:

2 male chimeras with a percentage of chimerism of 35%
and 15%. Clone #5CS5 was injected into 54 blastocysts
and gave rise to 3 pups. 3 chimeras were identified:

3 female chimeras with a percentage of chimerism of
90%, 60% and 10%. Clone #15B2 was injected into 30
blastocysts and gave rise to 6 pups. 3 chimeras were
identified:

1 male chimera with a percentage of chimerism of 75%.

2 female chimeras with a percentage of chimerism of 90%
and 1%. Clone #10B2 was injected into 30 blastocysts
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As the female chimeras have a low probability of germ
line transmission, the female chimeras obtained were not
selected for further breeding.

Among the male chimeras generated, the four males at
20% (clone #6A3, 2 chimeras), 30% (clone #6C3) and 35%
(clone #5C12) were selected for the breeding phase. As
germline transmission was obtained from one of these
chimeras before the last chimera generated (75% of chime-
rism, clones #15B2 and #11B4) were sexually mature, these
latter chimeras were not used in the following breeding
phase.

Example 10

Breeding of Chimeras and Generation of F1
Heterozygous for the Targeted or Cre-Excised
Alleles

Four chimeric males (displaying 20% to 35% chimerism),
generated in the previous phase by blastocyst injection of the
ES clone #6A3, #6C3 and #5C12, were mated with wild type
C57BL/6] females (health status SOPF—Specific and
Opportunist Pathogen Free) to investigate whether the tar-
geted ES cells have contributed to the germ layer. The
chimeras were also bred with Flp or Cre “deleter” females
(health status SOPF—Specific and Opportunist Pathogen
Free) to obtain the deletion of the neomycin selection
cassette or Qpct exons 4-5 and selection cassette, respec-
tively.

Table 2 below summarizes the results of chimeras breed-
ing.
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Reporting results of chimera breeding.

No. of
Male Number Date of Still agouti Tail biopsy No.
Chimera male of pups birth born pups (genotype)
20% male C57BL/6 wild — — — —
chimera (clone type
#6A3) C57BL/6 9 26 May 2006 1 0 /
cage 4134 CAG-Flp #196 8 28 Apr. 2005 1 0 /
and #206
20% male C57BL/6 wild — — — —
chimera (clone type
#6A3) C57BL/6 — — — —
cage 4135 CAG-Flp #199
and #224
30% male C57BL/6 wild 3 6 Feb. 2006 2 0 /
chimera (clone type 8 10 Mar. 2006 2 0 /
#6C3) 8 24 Apr. 2006 0 0 /
cage 4136 129Sv/Pas — — — — —
CMV-Cre #53
35% male C57BL/6 wild 10 17 May 2006 1 2 35296 (WT)
chimera (clone type 35297 (WT)
#5C12) 129Sv/Pas 9 10 Apr. 2006 1 NA 34709 (WT)
cage 4416 CMV-Cre #91 7 29 May 2006 0 (129Sv/Pas 34710 (WT)
female) 34711 (WT)
34712 (WT)
34713 (WT)
34714 (WT)
34715 (WT)
34716 (WT)

35437 (Het partially
Cre-excised)

35438 (Het Cre-
excised)

35439 (WT)

35440 (WT)

35441 (Het targeted)
35442 (WT)

35443 (WT)

The genotype of the animals is given in bracket (see also text below).
WT: wild type;
Het targeted: heterozygote carrying the targeted Qpct allele;

Het partially Cre-excised: heterozygote carrying the Cre-mediated excised Qpet allele and the targeted Qpct allele;

Het Cre-excised: heterozygote carrying the Cre-mediated excised Qpct allele.

To assess whether the ES cells have contributed to the
germ layer of the chimeras, mouse coat colour markers were
used. The coat colour marker of the 129Sv/Pas ES cells is
dominant over the black coat colour of the C57BL/6] mice.
Therefore, mating the chimeras with C57BL/6J mice should
yield either black pups, when the germ cells of the chimera
are derived from the CS57BL/6] cells, or agouti-coloured
pups, when the ES cells have contributed to the germ cells.

The presence of agouti pups in the F1 generation when
using C57BL/6] mice for breeding is thus evidence for the
germline transmission of the ES cells. In ES cells, only one
copy of the autosomal target gene is targeted and conse-
quently, assuming germ line transmission occurs, 50% of the
resulting agouti offspring should receive the mutated chro-
mosome from the ES cells and 50% should receive the wild
type chromosome.

As documented above, the 20% male chimera (clone
#6A3) in cage 4135 seems to be sterile as no litter was
observed during the 3 month of breeding, despite mating
with several different females.

With the 20% male chimera (clone #6A3) in cage 4134
and the 30% male chimera (clone #6C3) in cage 4136, no
germ line transmission was observed as the chimeras gave
rise to 2 and 3 black litters, respectively.

Finally, the observation of 2 agouti coloured F1 animals
derived from the C57BL/6 wild type female mated with the

40

35% male chimera (clone #5C12) in cage 4416 is evidence
of successful germline transmission of the Qpct mutation.
These animals were genotyped as wild type (data not
shown).

The F1 animals derived from this male chimera and the
129Sv/Pas CMV-Cre #91 female were genotyped to identify
heterozygous mice carrying the constitutive Knock-out
allele. As the female background is 129Sv/Pas, the mouse
coat colour markers cannot be used. All the F1 animals
#34709 to 34716 and 35437 to 35443 were thus genotyped
as described below.

10.1 PCR Genotyping of the F1 Generation

DNA was prepared from tail biopsies, taken from the 15
resulting pups and was genotyped by two different PCR
strategies:

Cre-excision PCR (see FIG. 18) for the detection of the
Cre-mediated excision of the LoxP flanked region
within the targeted Qpct allele. This PCR yields an
amplification product of different size depending on the
template used: wild type, targeted or Cre-excised allele.

3' PCR screening (see FIG. 19) that was already used for
detection of a homologous recombination event in ES
cells. This PCR strategy detects the non-excised, tar-
geted Qpct allele carrying the exons 4 and 5 flanked by
the LoxP-FRT-neomycin-FRT cassette and the distal
LoxP site.
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10.2 PCR Screening for Cre-Mediated Excision Event

The Cre-excision PCR was performed using a forward
primer TOR2-N hybridizing in the 5' homology arm,
upstream of the distal LoxP site, and a reverse primer
TOR2-11 hybridizing downstream of exon 6 (see FIG. 13).
Because of its localisation, this primer pair allows the
specific detection of the Cre mediated excision event.

The Cre-excised allele yields an amplification product of
4.4 kb using the above primer pair, whereas the targeted
(non-excised) allele yields an amplification product of 9.2
kb (see FIG. 13). Since both primers hybridize on the wild
type non-targeted allele, a further amplification product of
7.3 kb will be obtained from all animals corresponding to the
wild type allele. A representative example of the genotyping
PCR results is illustrated in FIG. 18. As shown in FIG. 18,
the PCR always favours the amplification of the allele
yielding the smaller PCR product. The large size of ampli-
fication product of the heterozygous wild type or the het-
erozygous targeted allele may result in a poor amplification
efficiency.

The genotyping by Cre-excision PCR indicated that
among the 15 tested animals born, 2 animals (#35437 and
#35438) carry the Cre-excised allele. The other 13 tested
animals were either wild type mice or carry the targeted
allele. This latter targeted allele was not unequivocally
detected by this PCR strategy, because of the preferential
amplification of the shorter PCR products corresponding to
the Cre-excised and wild type alleles.

103 3' PCR Screening for Homologous Recombination
Event

To further confirm the excision of the neomycin cassette
and Qpct targeted region in putative excised heterozygotes,
the 3' PCR screening was used to detect the targeted allele.
Animals tested positive for this PCR thus still have the
neomycin cassette integrated within the Qpct locus.

The 3' PCR screening was performed using a forward
primer TOR2-H2 located within the neomycin selection
cassette and a reverse primer TOR2-12 hybridizing down-
stream (see FIG. 6). The primer sequences and the optimised
PCR condition are listed in tables 4 and 5.

Because of its localisation, this primer set allows the
specific detection of the targeted, non-excised Qpct allele,
yielding an amplification product of 2900 bp in size in
heterozygous offspring carrying the targeted, but non-ex-
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cised Qpct allele. A representative example of the genotyp-
ing PCR results is illustrated in FIG. 19.

The genotyping by 3' PCR screening indicated that among
the 15 tested animals born, 2 animals (#35437 and #35441)
carry the targeted allele.

Altogether, the results of these two PCR screenings
showed that among the 15 tested animals:

2 animals (#35437 and #35438) yielded amplification
products corresponding to the excised allele, suggest-
ing that these mice are heterozygous for the Cre-
excised Knock-out allele.

Male #35437 showed amplification products correspond-
ing to both the Cre-excised and the targeted non-
excised allele. This suggests that this mouse carries an
incomplete excision event, meaning that it is a mosaic
of excised and non-excised cell types. This animal was
sacrificed.

Male #35438 showed no amplification product for a PCR
specific for the targeted non-excised allele, thus con-
firming the complete excision event. Therefore, this
male is the first heterozygous constitutive Qpct Knock-
out mouse characterised. This heterozygous male was
then mated with wild type females in order to generate
more heterozygous constitutive Qpct Knock-out ani-
mals. The results are described below in Example 11.

Finally, the female #35441 carries the wild type allele and
the targeted non-excised allele but not the Cre-excised
allele. This female is thus a heterozygous Qpct targeted
animal in which the Qpct targeted region is floxed and
still contains the neomycin selection cassette. This
female #35441 was mated with a Flp-expressing male,
in order to obtain the in vivo excision of the selection
cassette. The results are described below in Example
12.
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Breeding of the First Heterozygous Constitutive
Qpct Knock-Out Animal with Wild Type Mice

The first heterozygous constitutive Qpct Knock-out
mouse generated (see Example 10) was mated with wild
type females in order to generate several heterozygous
constitutive Qpct Knock-out animals.

Table 3 below summarizes the results of this breeding.

TABLE 3

Reporting results of first heterozygous constitutive Qpct Knock-out animal breeding.

Number Date of Still
Male male of pups birth born Males Females.
Heterozygous C57BL/6 7 6 Sep. 2006 0 18156 (Het 18160 (WT)
constitutive Qpet  wild type Cre-excised) 18161 (WT)
Knock-out male 18157 (WT) 18162 (WT)
(#35438) 18158 (WT)
cage 5217 18159 (Het
Cre-excised)
C57BL/6 9 15 Sep. 2006 2 18242 (WT) 18246 (WT)
wild type 18243 (WT)
18244 (Het
Cre excised)
18245 (WT)

The genotype of the animals is given in bracket (see also text below).

WT: wild type;

Het Cre-excised: heterozygote carrying the Cre-mediated excised Qpet allele.
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As documented above, 12 pups were obtained from this
breeding: 8 males and 4 females.

These animals were genotyped to identify additional
heterozygous mice carrying the constitutive Knock-out
allele.

11.1 PCR Genotyping of the Animals

DNA was prepared from tail biopsies, taken from the 12
resulting pups, and was genotyped by two different PCR
strategies:

Cre-excision PCR (see FIG. 20, §13.2) for the detection
of the Cre-mediated excision of the LoxP flanked
region within the targeted Qpct allele. This PCR yields
an amplification product of different size depending on
the template used: wild type, targeted or Cre-excised
allele.

3' PCR screening (see §13.3) that was already used for the
detection of a homologous recombination event in ES
cells. This PCR strategy detects the non-excised, tar-
geted Qpct allele carrying the exons 4 and 5 flanked by
the LoxP-FRT-neomycin-FRT cassette and the distal
LoxP site.

11.2 PCR Screening for the Cre-Mediated Excision Event

The Cre-excision PCR was performed using a forward
primer TOR2-N hybridizing in the 5' homology arm,
upstream of the distal LoxP site, and a reverse primer
TOR2-11 hybridizing downstream of exon 6 (see FIG. 13).
Because of its localisation, this primer pair allows the
specific detection of the Cre mediated excision event.

The Cre-excised allele yields an amplification product of
4.4 kb using the above primer pair, whereas the targeted
(non-excised) allele yields an amplification product of 9.2
kb (see FIG. 13). Since both primers hybridize to the wild
type non-targeted allele, a further amplification product of
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Altogether, the PCR results of these two screening
showed that among the 12 tested animals born, the 3 males
#18244, #18156 and #18159 are heterozygous constitutive
Qpct Knock-out animals. An ultimate Southern blot confir-
mation of this genotype was performed on these animals.
11.4 Southern Blot Genotyping Confirmation for the Final
Heterozygous Constitutive Qpct Knock-Out Animals.

The 5' Southern blot screening strategy was used to
further confirm the genotype of the four F1 heterozygous
constitutive Qpct Knock-out animals and validate the PCR
genotyping. This 5' Southern blot is based on a BamHI
digestion of the genomic DNA and detection using a 482 bp
5" internal K probe (5'K probe) (see Example 5, item 1.2).

The results obtained are illustrated in FIG. 21.

As illustrated in FIG. 21, the Southern blot analysis
confirmed the PCR results and gave an ultimate demonstra-
tion of the genotype of these animals: the 4 males #35438,
#18156, #18159 and #18244 are heterozygous constitutive
Qpct Knock-out animals.

Example 12

Breeding of a Heterozygous Qpct Targeted Female
with an Flp Expressing Male

Previously a female #35441 heterozygous Qpct targeted
animal was generated in which the Qpct targeted region is
floxed and still contains the neomycin selection cassette (see
Example 10). This female #35441 was mated with a Flp-
expressing male, in order to obtain the in vivo excision of the
selection cassette.

Table 4 below summarizes this breeding.

TABLE 4

Results of the heterozygous targeted Qpct female with Flp-expressing male breeding.

Number Date of Still
Male male of pups birth born Males Females.
C57BL/6 Hetero- 7 21 Aug. 2006 0 17971 WT) 17975 (Het targeted)
CAG-Flp Zygous 17972 (Het targeted) 17976 (Het partially
expressing male  female 17973 (Het partially Flp excised)
#262 #35441 Flp excised) 17977 (Het partially

17974 (Het partially Flp excised)
Flp excised)

The genotype of the animals is given in bracket (see also text below).

WT: wild type;

Het targeted: heterozygous carrying the targeted Qpct allele;

Het partially Flp-excised: heterozygote carrying the Flp-mediated excised Qpct allele and the targeted Qpet allele.

7.3 kb will be obtained from all animals corresponding to the
wild type allele. A representative example of the genotyping
PCR results is illustrated in FIG. 20.

The genotyping by Cre-excision PCR indicated that
among the 12 tested animals born, 3 animals (#18244,
#18156 and #18159) carry the Cre-excised allele. The other
9 tested animals are wild type mice.

11.3 3' PCR Screening for the Homologous Recombination
Event

To obtain a last validation of the excision of the neomycin
cassette in the new heterozygous constitutive Qpct Knock-
out mice, the 3' PCR screening was used to detect the
targeted allele, as performed for the first heterozygote iden-
tified, using the primers TOR2-H2/TOR2-12.

The 12 animals tested were negative for the TOR2-H2/
TOR2-12 PCR (data not shown). This demonstrated that the
neomycin selection cassette was totally deleted from the
mutated Qpct allele.
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This breeding gave rise to 7 animals that were genotyped
to identify heterozygous mice carrying the conditional
Knock-out allele.

12.1 PCR Genotyping of the Animals

DNA was prepared from tail biopsies, taken from the 7
resulting pups and was genotyped by two different PCR
strategies:

Flp-excision PCR (see FIG. 22, Example 12, 2) for the

detection of the Flp-mediated excision of the neomycin
selection cassette. This PCR yields an amplification
product of different sizes depending on the template
used: wild type, targeted or Cre-excised allele.
PCR screening (see FIG. 23, Example 12, 3) that was
already used for detection of a homologous recombi-
nation event in ES cells. This PCR strategy detects the
non-excised, targeted Qpct allele carrying the exons 4
and 5 flanked by LoxP-FRT-neomycin-FRT cassette
and the distal LoxP site.

3t
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12.2 PCR Screening for the Flp-Mediated Excision Event

The Flp-excision PCR was performed using a forward
primer TOR2-N2 hybridizing in the long 5' homology arm,
upstream of the neomycin selection cassette, and a reverse
primer TOR2-14 hybridizing in the short 3' homology arm,
downstream of the neomycin selection cassette (see FIG. 13,
Example 5.2). Due to the primer set localisation, this PCR
allows the detection of the Flp-mediated excision of the
neomycin selection cassette.

The Flp-excised allele should yield an amplification prod-
uct of 538 bp using the above primer pair, whereas the
targeted (non-excised) allele should yield an amplification
product of 2211 bp (see FIG. 13). Since both primers
hybridize to the wild type non-targeted allele, a further
amplification product of 419 bp will be obtained from all
animals corresponding to the wild type allele. The genotyp-
ing PCR results are illustrated in FIG. 22.

The genotyping by Flp-excision PCR indicated that
among the 7 tested animals born, 4 animals (#17973,
#17974, #1796 and #17977) carried the Flp-excised allele.
The other 3 animals tested were either wild type mice or
carried the targeted allele
12.3 3' PCR Screening for the Homologous Recombination
Event

To assess the complete excision of the neomycin cassette
in the animals carrying the Flp-mediated excised allele, the
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region is floxed and still contains the neomycin selec-
tion cassette. These animals were sacrificed.

Finally, 4 animals (2 males #17973 and #17974 and 2
females #17976 and #17977) yielded amplification
products corresponding to the Flp-mediated excised
allele, wild type allele and Qpct targeted allele. This
suggests that these mice carry an incomplete excision
of the neomycin selection cassette, meaning that they
consist in a mosaic of excised and non-excised cell
types. These animals were then bred with wild type
mice in order to generate the heterozygous conditional
Qpct Knock-out mouse line.

Example 13

Breeding of the Partially Flp-Mediated Neomycin
Excised Animals

13.1 Breeding

Among the 4 partially Flp-mediated neomycin excised
animals generated, the male #17973 was mated with wild
type mice in order to segregate the targeted Qpct allele from
the conditional Qpct Knock-out allele and thus generated
pure heterozygous conditional Qpct Knock-out mice. The
results of this breeding is summarised in table 5 below.

TABLE 5

Results of the heterozygous partially Flp excised Qpct male with wild type females breeding.

Male male

Date of
birth

Still
born Males

Number

of pups Females.

F1 heterozygous
partially Flp
excised

#17973

female

C57BL/6]
wild type

C57BL/6]

wild type

female

14 2 Nov. 2006 0 18823 (Het Flp
excised)

18824 (Het Flp
excised)

18825 (Het Flp
excised)

18826 (Het
partially

Flp excised)
18827 (WT)
18828 (Het Flp
excised)

18829 (Het
targeted)

18830 (Het Flp
excised)

18831 (WT)

18832 (WT)

18833 (Het partially
Flp excised)

18834 (WT)

18835 (WT)

18836 (Het Flp
excised)

The genotype of the animals is given in brackets (see also text below).

WT: wild type;

Het targeted: heterozygote carrying the targeted Qpct allele;
Het partially Flp-excised: heterozygote carrying the Flp-mediated excised Qpet allele and the targeted Qpct allele;
Het Flp-excised: heterozygote carrying the Flp-mediated excised Qpct allele.

3' PCR screening (with TOR2-H2/TOR2-12 primers) was
used to detect the targeted allele. Animals tested positive for
this PCR thus still have the neomycin cassette integrated
within the Qpct locus.

The genotyping by 3' PCR screening indicated that among
the 7 tested animals born, 6 animals (#17972 to #17977)
carry the targeted allele.

Altogether, the results of these two PCR screenings
showed that among the 7 tested animals born:

The male #17971 carried only the wild type Qpct allele.

This animal was sacrificed.

The animals #17972 and #17975 carried the wild type
allele and the targeted non-excised allele but not the
Flp-excised allele. These 2 animals are thus heterozy-
gous Qpct targeted animal in which the Qpct targeted
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13.2 PCR Screening for the Flp-Mediated Excision Event

The Flp-excision screening was performed as previously
described using the TOR2-N2/TOR2-14 PCR.

The Flp-excised allele yields an amplification product of
538 bp using the above primer pair, whereas the targeted
(non-excised) allele yields an amplification product of 2211
bp (see FIG. 13). Since both primers hybridize to the wild
type non-targeted allele, a further amplification product of
419 bp will be obtained from all animals corresponding to
the wild type allele. A representative example of the geno-
typing PCR results is illustrated in FIG. 24.

As illustrated in FIG. 24, the genotyping by Flp-excision

PCR indicated that among the 14 tested animals, 8 animals
(#18823, #18824, #18825, #18826, #18828, #18830,
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#18833 and #18836) carried the Flp-excised allele. The
other 6 tested animals were either wild type mice or carry the
targeted allele.
13.3 3' PCR Screening for Homologous Recombination
Event

To assess the complete excision of the neomycin cassette
in the animals carrying the Flp-mediated excised allele, the
3' PCR screening (with TOR2-H2/TOR2-12 primers) was
used to detect the targeted allele. Animals tested positive for
this PCR thus still have the neomycin cassette integrated
within the Qpct locus.

The genotyping by 3' PCR screening indicated that among
the 14 tested animals born, 3 animals (#18826, #18829 and
#18833) carry the targeted allele.

Altogether, the results of these two PCR screenings
showed that among the 14 tested animals born:

The animals #18827, #18831, #18832, #18834 and
#18835 carry only the wild type Qpct allele. These
animals were sacrificed.

The animal #18829 carried the wild type allele and the
targeted non-excised allele but not the Flp-excised
allele. This animal is thus a heterozygous Qpct targeted
animal in which the Qpct targeted region is floxed and
still contains the neomycin selection cassette. This
animal was sacrificed.

The animals #18826 and #18833 yielded amplification
products corresponding to the Flp-mediated excised
allele, wild type allele and Qpct targeted allele. This
suggests that these mice carried an incomplete excision
of the neomycin selection cassette, meaning that they
consist in a mosaic of excised and non-excised cell
types. These animals were sacrificed.

Finally, 6 animals (5 males #18823, #18824, #18825,
#18828, #18830 and the female #18836) yielded ampli-
fication products corresponding to both the Flp excised
allele and the wild-type allele. These mice thus carry a
complete excision of the neomycin selection cassette
and are pure heterozygous conditional Qpct Knock-out
animals. An ultimate Southern blot confirmation of this
genotype was performed on these animals.

13.4 Southern Blot Genotyping Confirmation for the Final
Heterozygous Conditional Qpct Knock-Out Animals.

The 3' Southern blot screening strategy was used to
further test the genotype of the three F1 heterozygous
conditional Qpct Knock-out animals and confirm the PCR
genotyping. This 3' Southern blot is based on a Swal
digestion of the genomic DNA and detection using a 406 bp
3" internal R probe (3'R probe) (see Exampled 4, 1.2, 7, 1.2
and FIG. 11).

The results obtained are illustrated in FIG. 26.

As illustrated in FIG. 26, the Southern blot analysis
confirmed the PCR results and gave an ultimate demonstra-
tion of these animals genotype: the 3 males #18823, #18824
and #18825 are heterozygous conditional Qpct Knock-out
animals.

The strategy for the development a conditional Qpct
Knock-out model was achieved by flanking the targeted
exons 4 and 5 with two LoxP sites, allowing its ubiquitous
or tissue specific deletion under the action of the Cre-
recombinase.

The inventors succeeded in the amplification, cloning and
sequencing of the two homology arms needed for the
generation of the TOR2-HR targeting vector.

They isolated and sequenced for both homology arms at
least one clone devoid of any mutation.

Theses clones were used for the construction of the
targeting vector.
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The targeting and positive control vectors were generated
following state of the art methodologies and according to the
strategy presented above.

PCR and Southern blot screening strategies were designed
and validated to identify the following events:

Homologous recombination event at the Qpct locus, at
both 5' and 3' end of the targeting vector.

Flp-mediated excision of the neomycin selection cassette,
allowing the generation of the final conditional Qpct
Knock-out allele.

Cre-mediated excision of the Qpct exons 4 and 5, allow-
ing the generation of the constitutive Qpct Knock-out
allele.

Following the TOR2-HR targeting vector electroporation,
421 G418 resistant clones were isolated and amplified in
96-well plates in duplicate. The PCR and Southern blot
screening of these ES cell clones allowed the full charac-
terisation of 7 clones as correctly targeted: clones #5CS5,
#5C12, #6A3 #6C3, #15B2, #10B2 and #11B4.

Based on the ES cell screening results and on morpho-
logical criteria, the seven ES cell clones 5C5, #5C12, #6A3
#6C3, #15B2, #10B2 and #11B4 were selected for the
blastocyst injections. These ES cell clones were injected and
re-implanted into a total of 374 blastocysts, giving rise to a
total of 17 male chimeras with the following rate of chime-
rism:

Clone #6A3 gave rise to 8 male chimeras with a percent-

age of chimerism ranging from 5% to 20%.

Clone #6C3 gave rise to 3 male chimeras with a percent-
age of chimerism ranging from 5% to 30%.

Clone #5C12 gave rise to 2 male chimeras with a per-
centage of chimerism of 35% and 15%.

Clone #5CS5 did not give rise to any male chimera.

Clone #15B2 gave rise to 1 male chimera with a percent-
age of chimerism of 75%.

Clone #10B2 did not give rise to any pup.

Clone #11B4 gave rise to 3 male chimeras with a per-
centage of chimerism of 75%, 35% and 8%.

Four chimeric males (displaying 20% to 35% chimerism,
derived from ES clone #6A3, #6C3 and #5C12) were mated
with wild type C57BL/6J females (health status SOPF—
Specific and Opportunist Pathogen Free) to obtain the ger-
mline transmission and generate Qpct targeted heterozygous
animals. The chimeras were also bred with Flp or Cre deleter
females (health status SOPF—Specific and Opportunist
Pathogen Free) to obtain the deletion of the neomycin
selection cassette and Qpct exons 4-5 and selection cassette,
respectively.

This breeding resulted in the generation of 17 F1 pups.
These mice were screened using PCR and Southern blot
screening, allowing the characterization of:

1 male #35438 carrying the Cre-mediated neomycin
excised Qcpt allele. This male was the first F1 het-
erozygous constitutive Qpct Knock-out mouse. It was
mated with wild type females to generate 3 additional
heterozygous constitutive Qpct Knock-out mice.

1 female #35441 carrying the targeted allele. This female
represented F1 heterozygous Qpct targeted mouse and
was mated with Flp-expressing mice in order to obtain
the in vivo deletion of the neomycin selection cassette.

The breeding of the first heterozygous constitutive Qpct
Knock-out male #35438 with wild type females allowed the
generation of 3 additional heterozygous constitutive Qpct
Knock-out males #18156, #18159 and #18244.

The breeding of the heterozygous targeted Qpct Knock-
out female #35441 with a C57BL/6]J CCAG-Flp-expressing
deleter male gave rise to 7 animals among which 4 animals
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(2 males #17973 and #17974 and 2 females #17976 and
#17977) carrying both the Qpct targeted allele and the
Flp-mediated neomycin excised Qpct allele (conditional
Qpct Knock-out allele) in addition to the wild type allele.
These animals thus underwent a partial excision of the
neomycin selection cassette, meaning that the Flp-recombi-
nase resulted in the deletion of the selection cassette in some
but not all in these F1 animals.

One of these mosaic animals, partially Flp-mediated
excised, namely the male #17973 was then mated with wild
type females, in order to segregate the Flp-mediated excised
allele (conditional Qpct Knock-out allele) from the targeted
allele still containing the neomycin selection cassette. This
third F1 breeding gave rise to a new series of 14 F1 animals.
Their PCR and Southern blot genotyping allowed the char-
acterisation of 6 animals (5 males #18823, #18824, #18825,
#18828, #18830 and the female #18836) displaying both the
Flp excised allele and the wild-type allele. These mice thus
carry a complete excision of the neomycin selection cassette
and are pure heterozygous conditional Qpct Knock-out
animals.

Example 14

Generation of a Mouse Model Carrying a
Constitutive Knock-Out Mutation in the Qpct Gene

14.1 Targeting Strategy and Generation of the Qpct®®
Mouse Line PBD2

For the development of a mouse line with inactivated
Qpct protein function, mouse embryonal stem cells (ES
cells, derived from line 129SvPas) were genetically engi-
neered and clones were selected which carried in the
genome

a neomycin selection cassette flanked by FRT sites and

followed by a LoxP site inserted into Qpct intron 5 and

a distal LoxP site located in Qpct intron 3

ES cells were injected into blastocycts and chimeras were
generated via embryo transfer. For removal of the neomycin
selection cassette the chimeras were mated to Flp-expressing
animals followed by breeding of the pups with Cre-express-
ing animals for deletion of Qpctl exons 4 and 5. Pups were
identified which are heterozygous for the Qpct locus and
carry a Qpct allele where exons 4 and 5 are deleted in
addition to the wildtype allele (FIG. 27). These animals
served as the founders for mouse line Pbd2.
14.2 Genotyping Assay for Mouse Line Pbd2

For PCR assessment of the Qpct genotypes of line Pbd2
the following oligonucleotide primers were designed:

Primer SEQ ID
name Sequence binding site No
Pbd2-1 GTCCGGTAAGGTGAGGAGAA Qpct intron 19

3
Pbd2-2 TGATGTGTGCGTTTCAGAGA Qpct intron 20

5
Pbd2- CCAGAGACATCCTGGTAAAACA Qptc exon 21
WT1 4

In a standard PCR reaction on 50 ng chromosomal DNA
containing primers Pbd2-1, Pbd2-2 and Pbd2-WTI, the
wildtype allele can be detected as an approx. 735 bp
fragment whereas the targeted knockout allele is detected as
an approx. 525 bp fragment (s. FIG. 28).
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Example 15

Characterization of Mice Carrying a Constitutive
Knock-Out Mutation in the Qpct Gene

In order to proof that the generation of the knock-out
animals was successful, plasma of the wild-type, heterozy-
gous and homozygous animals with respect to the genetic
manipulation was analyzed and the enzymatic activity of
Qpct was measured. If the strategy was successful, then a
significant lowering or depletion of Qpct-activity was
expected.

The Qpct-activity in the plasma was determined, applying
a method, which is based on detection of formation of
L-pGlu-beta-naphthylamine from L-glutaminyl-beta-naph-
thylamine catalyzed by Qpct in plasma (Cynis, H. et al. 2006
Biochim Biophys Acta 1764, 1618-1625). Briefly, the assay
is based on conversion of H-Gln-fNA to pGlu-pNA. The
sample consisted of 50 uM H-Gln-gNA in 25 mM MOPS,
pH 7.0, 0.1 mM N-Ethylmaleinimide (NEM) and enzyme
solution in a final volume of 1 ml. Substrate and NEM were
pre-incubated for 15 min at 30° C. The sample was centri-
fuged at 4° C. for 20 min at 16.000xg. The reaction was
started by addition of 10011 plasma sample. The reaction
mix was further incubated at 30° C. and constantly shaken
at 300 rpm in a thermomixer (Eppendorf, Germany). Test
samples were removed at time points of 0, 5, 10, 15, 22, 30
and 45 min. The reaction was immediately stopped by
boiling for 4 min. Test samples were cooled on ice and
stored at —20° C. For analysis, samples were thawed on ice
and centrifuged at 4° C. for 20 min at 16,000xg. All HPL.C
measurements were performed using a RP18 LiChroCART
HPLC-Cartridge and the HPLC system D-7000 (Merck-
Hitachi). Briefly, 20 pl of the sample were injected and
separated by increasing concentration of solvent A (acetoni-
trile containing 0.1% TFA) from 8% to 20% in solvent B
(H,O containing 0.1% TFA).

Qpct activity was quantified from a standard curve of
pGlu-pNA (Bachem, Bubendorf, Switzerland) determined
under assay conditions.

The Qpct-activity depending on the genotype of the
animals is depicted in FIG. 29. Caused by the complete loss
of a functional Qpct gene in the homozygous Qpct knock-
out animals, no Qpct-activity can be detected in plasma. In
heterozygous animals, i.e., animals, which still carry one
intact allele of Qpct together with one functionally destroyed
allele, approximately 60% of the activity in plasma of
wild-type animals is still left.

The results thus proof, that: 1. The strategy to target the
Qpct allele as depicted in examples 1 to 14 was successful
and sufficient to provoke a complete loss of Qpct in these
animals. 2. There is a gene-dose dependency of Qpct-
activity observed. Loss of one copy already results in partial
loss of Qpct activity. This observation is important for
following studies involving cross-breeding of these animals
with other animal models of human diseases to proof
attempts to generate drugs targeting Qpct activity. 3. Impor-
tantly, an enzymatically active QPCT is not necessary for
development of viable pups and development of animals,
which proofs that the pharmacological inhibition of Qpct
does not has obvious deleterious side effects.

In order to further characterize the effects of the depletion
of Qpct on the function of hormonal regulation cascades, the
concentrations of testosterone and thyroxine were deter-
mined in serum from pbd2 mice.

Testosterone (6,17-dodecahydrocyclopentalc] phenan-
thren-3-one) is the principal male sex hormone and a steroid
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hormone, which is primarily secreted in the testes of males
and the ovaries of females. Testosterone is also secreted by
the adrenal glands. Testosterone plays a key role in health
and well-being as well as in sexual functioning. The release
of sexual hormones from the gonads is regulated by the
hypophyseal hormones LH and FSH. The release of these
pituitary hormones, in turn, is stimulated by the hypotha-
lamic hormone gonadotropin-releasing hormone (GnRH).
GnRH (Gonadotropin-releasing hormone) is secreted from
parvicellular neurons in the arcuate nucleus into the median
eminence. GnRH then enters the hypophyseal portal system,
traveling in the long vein until reaching the anterior pitu-
itary, where it acts on gonadotropes to release LH (luteiniz-
ing hormone) and FSH (follicle stimulating hormone) back
into the blood stream. LH and FSH both act on the gonads
to produce varying effects, including release of sex hor-
mones and keeping the gonadal integrity. By that cascade of
events involving secretion of GnRH, pituitary and gonadal
hormones the so-called hypothalamic-pituitary-gonadal axis
(HPG) axis is built. Similar to other hormonal axes, there is
a negative feed-back regulation on the secretion of gonado-
topes. GnRH is N-terminally modified by pGlu and is
therefore a substrate of Qpct. A reduction of the pGlu-
formation at the N-terminus of GnRH is intended to result in
deactivation of the hormone and, consequently, in distur-
bance of the HPG axis and deregulated testosterone con-
centrations.

The effect of depletion of Qpct on the testosterone con-
centration is depicted in FIG. 30. The concentration of
testosterone in serum of male mice was determined applying
a competitive ELISA method (IBL, Hamburg, Germany,
Cat.-no. RE52631). The determinations were performed
according to the instructions of the manufacturer.

The results show no difference in the testosterone con-
centration between wild-type and QPCT knock-out mice.
Even a total loss of QPCT does not result in disturbance of
the gonadal hormone, proving that pharmacological inhibi-
tion of Qpct does not result in unwanted side effects on the
reproductive axis.

Thyroxine (3,5,3",5'-tetraiodothyronine, T,) is a hormone,
which is secreted by the follicular cells of the thyroid gland.
T, plays a role in the control of metabolic processes.
Thyroxine increases cardiac output, heart rate and the basal
metabolic rate and potentiates brain development. The
secretion of the thyroid hormones thyroxin and triiodothy-
ronine (T,) is regulated via the hypothalamic-pituitary-
thyroid axis. The hypothalamus senses low circulating levels

10

15

20

35

40

45

64

of thyroid hormone and responds by releasing thyrotropin
releasing hormone (TRH). The tripeptide TRH is N-termi-
nally modified by pGlu and is therefore a substrate of Qpct.
The TRH stimulates the pituitary to produce thyroid stimu-
lating hormone (TSH). The TSH, in turn, stimulates the
thyroid to produce thyroid hormones. A reduction of the
pGlu-formation at the N-terminus of TRH is intended to
result in deactivation of the hormone and, consequently, in
disturbance of the HPT axis and deregulated thyroxine
concentrations.

The effect of depletion of Qpct on the thyroxine concen-
tration is depicted in FIG. 31. The concentration of thyroxine
in plasma of the mice was determined applying a competi-
tive ELISA method (IBL, Hamburg, Germany, Cat.-no.
RES5261). The determinations were performed according to
the instructions of the manufacturer.

The results imply a slight but statistically not significant
reduction of the T4 concentration in homozygous constitu-
tive QPCT knock-out mice. In heterozygous mice, no dif-
ference of the thyroxine level was observed. The results
suggest that a partial reduction of Qpct does not influence
the HPT-axis at all. Even a total loss of QPCT does not result
in disturbance of the thyroid hormone, proving that phar-
macological inhibition of Qpct does not result in unwanted
side effects.

Example 16
Transwell Chemotaxis Assay

Human acute monocytic leukaemia cell line THP-1 was
cultured in RP11640, 10% FBS, in a humidified atmosphere
of 5% CO, at 37° C. The chemotactic assay was performed
using 24-well TransWell plates with a pore size of 5 pm
(Corning). 600 ul of chemoattractant solution were applied
to the lower chamber. Serum-free RPMI was applied as
negative control. THP-1 cells were harvested and resus-
pended in RPMI 1640 in a concentration of 1#10° cells/100
pl and applied in 100 pl aliquots to the upper chamber. Cells
were allowed to migrate towards the chemoattractant for 2
h at 37° C. Subsequently, cells from the upper chamber were
discarded and the lower chamber was mixed with 50 pl 70
mM EDTA in PBS and incubated for 15 min at 37° C. to
release cells attached to the membrane. Afterwards,
migrated cells were counted using a cell counter system
(Scharfe System, Reutlingen). The chemotactic index was
calculated by dividing cells migrated to the stimulus from
cells migrated to the negative control.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 25
<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 1

LENGTH: 25

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 1

gtagctggga ttacaggaat gtgcc

<210> SEQ ID NO 2
<211> LENGTH: 25
<212> TYPE: DNA

<213> ORGANISM: artificial sequence

25
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<220> FEATURE:
<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 2

gtcctgaagt ttgagaacca ctgge

<210> SEQ ID NO 3

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 3

gctaactttyg ctaagtcagg aggcce

<210> SEQ ID NO 4

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 4

tctacctcac accagtcaga atgge

<210> SEQ ID NO 5

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 5

gtgctactte catttgtcac gtce

<210> SEQ ID NO 6

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 6

tgtgggacat caatgagagg agag

<210> SEQ ID NO 7

<211> LENGTH: 27

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 7

ctacttccat ttgtcacgtc ctgcacg

<210> SEQ ID NO 8

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 8

gtgctactte catttgtcac gtce

25

25

25

24

24

27

24
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<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 9

LENGTH: 25

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

SEQUENCE: 9

ccagtcatag ccgaatagece tctee

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 10

LENGTH: 25

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

SEQUENCE: 10

aggagttggt gggttagtga gcagg

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 11

LENGTH: 26

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

SEQUENCE: 11

gecttetaag tagetgggat tacagg

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 12

LENGTH: 26

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

SEQUENCE: 12

gagacccata cagagaatct tgaggg

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 13

LENGTH: 27

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

SEQUENCE: 13

gggctttete agtgttetta acattcee

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 14

LENGTH: 25

TYPE: DNA

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

SEQUENCE: 14

tctatcattyg attctcagga tgegg

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 15

LENGTH: 24

TYPE: DNA

ORGANISM: artificial sequence
FEATURE:

OTHER INFORMATION: Primer sequence

25

25

26

26

27

25
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<400> SEQUENCE: 15

agagaatgac cactgctgag gatg

<210> SEQ ID NO 16

<211> LENGTH:

24

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 16

tgtgggacat caatgagagg agag

<210> SEQ ID NO 17

<211> LENGTH:

27

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 17

ttggtaagca tccagttact aaagagce

<210> SEQ ID NO 18

<211> LENGTH:

25

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 18

gcaatcggtt ttaatcacag taagg

<210> SEQ ID NO 19

<211> LENGTH:

20

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 19

gtceggtaag gtgaggagaa

<210> SEQ ID NO 20

<211> LENGTH:

20

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 20

tgatgtgtge gtttcagaga

<210> SEQ ID NO 21

<211> LENGTH:

22

<212> TYPE: DNA

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer sequence

<400> SEQUENCE: 21

ccagagacat cctggtaaaa ca

<210> SEQ ID NO 22

<211> LENGTH:

38338

24

24

27

25

20

20

22
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<212> TYPE: DNA
<213> ORGANISM: Mus musculus
<400> SEQUENCE: 22
ccttecttee ttecttectt ccttecttee ttecttectt ctttectece tetetctece 60
tcecteecte cecttectttt ttecctecat cctttctaaa ataaggaagt gttttetttg 120
tcecttggat tccaaagetce ctgtcaccca gggaagctca gtecectgge ttccaggett 180
ctgggagagg actgetggtt tgtgcttgeg ctgcacageg ggaggccaca ggaggcgact 240
gggaggcaga cacaatcaat ccaggggtgg agaagggaga aggcagggcg accggcgege 300
gttecceggge tegtgaccge tggeggecce gggaatccac geccacacac tcttgcagag 360
atggcaggca gcgaagacaa gctcgtegtg ggcactctece acctgetget actgecaggeg 420
accgtectgt ctctgacage tgggaatctg agtetggtet cegetgectyg gacgcaggag 480
aaggtgaggg gccactgetg cgttctgaac ttgagtggeg ttggagggtyg ccaggacctg 540
ggactcggee accttetett ggactagegg gaggcegggte agggatgetg teccectget 600
caggcaccaa gtcctcacce aactcctggg aaccagtget ctetetcecca agtcetgggeg 660
ccagggcetgg tetegggget gegctagtgt cgectggggyg ctgagtgatyg tcacccgect 720
cectttgget gegetetgat ggggggtggt ggtgetgetyg ataggcacag gaagtatgte 780
tegetggety tgcaagaaca gggacatggg ggcgccactyg cccaatcgeyg acccgegage 840
tcegegetee cegegettge tectggatge ctagaccgeg cgtcectagggyg tgtccccatg 900
gatgcccaac tacagcattc aaggatgcta catggggatt gagtttectg gtggactcag 960
cgccagcata ttgttaaata tttaaaagag acgcacgctg ttttcagata aatgaattca 1020
gttgtggaaa tctcatttaa ggaattcaga ataaaaatga tttgccaagt cgctttgtgt 1080
gaagaaaata gattcacaat tacttccttt tcttgtgcaa cagttttgaa atcatgaaat 1140
tgctacgagce tgtgcaaacg atgacggttt gggaataaaa tggcatgtct ttaaagaaac 1200
taggaaaagc atcagtctag ggatagaacc ttgcgcgcga cattactaaa caagtacttt 1260
aagtgctttt agcgtttctg cacgtccaac atgctcattce ccagctagtt tcatgcacta 1320
gtgtatgaat ggcccacttc aggtgagctc aagcatagcec aacttcectttt caggactcac 1380
aacagatccce catttacacg gggagtctgg agtgggtgtg ggaagtcaac accgtacaac 1440
ttcagtcectect ccagaatgag tcaaacggct tcccccagag gctgggaagt acttctcaag 1500
ccgttgagta gaatcctete ctgcactgcet ttggggtacce tgggaggtca agcaccgaga 1560
agggacttta aaaccagagt gtcgcacaag gccaaatgtg tctttaaaac gtattttaat 1620
ggatgagaaa tattgtcagg ggctgagctc cactcggggt ctgtctgtgg gcaggtgtag 1680
cagccagggt tgtttctagg tgggagaaca tcctgtgatt ctttttcecttt aagagaaaat 1740
ttccttttta ttgattcgte tectcatatat taatccctac tgcaatttece ccteectetg 1800
ctccectett tecttcectgga ttcactectcet cctecaccte tecctcagaaa agagcaggcce 1860
tcectagggat gttaaccaaa caggacgtta caacctacat taggaccagg cacacattct 1920
cacatcaagg ctggatgagg caacccagta atgggaagag ggtcccaaag tcaggcaaaa 1980
gaatcggaga cagctcctge tcccactgtt aggaatccec caagaacacc aggctacata 2040
actgtaacat gtatgtggag gacccaggtc agactcctac aggctctctg atctctgaac 2100
ccacttgagt tctggtcagt tgattccgag agccgtgttce ttgtggtatt ctcaaaatgt 2160
tttaaactaa attcagattt aacttttgag aaatgtctta agaagcttct aacagttgtt 2220
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ttactgggaa aacaaacact ctcaaatggc aggagtggat gacagtcagc catgacgtct 2280
ctcagttaat agctcctecect getttectag ttttaaaggt ctccataaag tettcetgggce 2340
agccagctac actttacagce ctgggagatg aatcagcecta tactcaaatg tgccttectg 2400
ccttttatga catttgactg ttttaatcag acaaggcaca gtcttggtat actggtctgce 2460
caacaggaga agtacgataa cgagagcatc agttctgaaa tccattgcct tgtttagaaa 2520
tagaggcgtg tctcttggag tagcatccge tgtgtgaaag cacatcgacc ctagtttatg 2580
gctgtegtta gaaccacgct tcagtgattc gaagcctaga aaccattcat agaaacaaat 2640
gactacacct ccgacggggce ccacgtatgt gtgtatgcgg aagggtgttg acacgaaggt 2700
accagttgtc agatagatag aaccacgtca tgtgaatctc acggtaccgg gaaagagtgt 2760
gcttatcgece atttataaag tggaaatcag gaaccctggt cttcecccagtt ctgcetttatt 2820
ttctectttt ttaaaggtag ataaatgctg gctggctgag gaagagtgtce tagctagecce 2880
aggagtgtgt gcgtgtgtge gtgtgtgcegt gtgtgtgtgt gegegtgtgt gtgaatgtat 2940
gtgtgggatc tatatgttag ggggcatcat ttcttcccac acccccagat tcectagttcece 3000
ttggcctete tetteccagtt ttcgagttat cattatgetg aaagttgatce tgtatctggt 3060
tactgtccct gatctatcta tcectatctatce tatctatcta tcectatctatce tatctatcta 3120
tctatctatt tatttctggt ttagtggtat ttatttattt atttctggtt tagtggtttt 3180
gttttttett tcecccttttaa atctcattaa atcagctcte ctttagatga gaactgetgg 3240
ctgtcgagac gctgcctaca tttgaaaagg aatgttaget ccgctgaget aaacagtgca 3300
gcttcacttyg tcatgttcta gttgtgaagg tagcatgtac tcactctaga aaggttcaaa 3360
aacacagaac aatgtattct aaaaaaaaaa aagaaaaaaa aaaggacacc acctacaatc 3420
tcattttcca gataattccect tttaatcttt ttgggtcette ttattgccag ctcecccatgta 3480
cacacacaca cacacacaca cacacacaca cacacacacg cacacacaca gatttataga 3540
gatgagtaat gatgattgaa tttcagcttg ttatagggac tgaatgagtt tgtaaaacag 3600
cacagtgtct agcttacatt gaaggctcaa tgcatgttaa ttattgaaaa ataagcatac 3660
attagtattt tgcagtcagc actgcacatg cagtttaata tgattaatag tgtcatgaat 3720
cgtaccataa gccggtaaaa tcccctgaaa acataacttg atgattgcaa aactatcatce 3780
agttgatgat ttatttcttc atcttgaaca ttgaggttgc tagcaaatct ctatcaataa 3840
agctgagaca taatgtattt tgacgggaag aattttcect tactgtgaca atgttgaagg 3900
aggaaaattc aagtcgcatt agaggtggag aggcaaagac tceggaagggce ccaggagagce 3960
tgtaaacagt tatctgcgac acttcacgtt tctectggttt tgaaccactt gctattccaa 4020
atgtccataa gatttccecee tetctaccte acteggecac ccagccacct gtgagtggaa 4080
agaggcgact ccaaggcagg gacagagagg ctcgtgaaga cctctagggce aggaaaaaag 4140
ccaactgtca tcttgaaatc tctactatce tgtggtttag aaacagtgac acccatttta 4200
cacattaggg cacttttctt cgacgtaact gttcaatgag gagctggggt ctctctgttg 4260
tacttcecte tcggeccctga tttttaagaa gcgagcctgt gtgcactgga cagaaaggca 4320
gaatcttggt cagtttccag ttecttteeg tgctgtgtet gtgctgacca tggcecttgcac 4380
acatttcagt cactgctggc agagtggaac ttgcaggtag caaaagttta atctgaggac 4440
tgtctggaat gttcataaag gaagcttgga tcagctgcat ttctgcaatg gtctccectta 4500
caggcagtgt tttggcctcect ccatttecgce tgcaggcaag gcecgcctcte caaattatgt 4560
aatgaaatgc ctgggccgtg tgattagaca ggagatgctt caggatatct ggttcacagg 4620
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tttgtttcag ctgattcttyg tcacctggag cagacttcat tgtcctttet gectggatga 4680
aaagacaagg ccctgggtgt aacagagcct tgttcectetg agaacgttgg caccagcaga 4740
aatggctgaa gtacctttca attgaaatgc acctagagca agcctgggat ttacacttgce 4800
ccttggectt tattctgttt tgttttgttt gtttggggcce agagtatcac tataccgecg 4860
tgttgtaggg ctggagctca ctgtgtagat caggctggct tcagacttgg ggtgattctce 4920
ctgtctetgg ctctcatgtyg ctgggaatca cgggtgtgca cccccacatt cagetteggce 4980
actgttttgg ggccaggtac tgtcctctga gcctatcctt cccacttcectg tettactcat 5040
tcetgttttg aaacaggttt tgtacttagt gagttctgag agtaagagcc ctttacttca 5100
gtggttttca accttcctaa ggctgtgacce ccttgatacc gttectcatg tcecgtggtgac 5160
tcccaagcat aaaattattt tegtcactac ttcataactg taattttcect tttattttga 5220
gttgtaattc agatatctga tacacagatg atcttaggtg acccctttga aaaggtcaat 5280
tgaacctcca gactggggtce gagacccagg ttgagaaaca ctgcctgtaa attgactgta 5340
tgctgtttag catatgcaag ctgtatgctt ttctgtaaga getttttgtg aatcaagggg 5400
cttgtacaac tgaatttagt tgctctgctt tcaatactct tcactaacta ggaagtttga 5460
tatttctgtg atttttcaga tcectggtccag aaagaagggg gaaggaactc tttattgaag 5520
tgcacttatg aaatcaacca tttttgttgt ttagctcagg aggttgaaga gcagatagtg 5580
cttattcaaa agcacccgtg ggtctgtccg cttcactcac tatcagctac taagaattta 5640
aaaaatgtcc tttgacatgt tgctttcaga cacagtatct tttgctgctg gagactgtga 5700
tacttagata ccgttcacca atttgacaag actctagaac cacccaggag acagccctct 5760
gtgcacgtct gtgggagact ttctagattg ggttaaagag gtgggaagac acatcctceca 5820
cgtgcatagg ctagagtctc agttaagatg gctaaatggc aaaaagaagc aaggtagcag 5880
cagccatcge tectcectgcecte cgaactgaac tgcgctgtac catgagcagce tgtctcattt 5940
atcgctgtge tctatgcaca tttactttgt atcaaagagce cttcaaactg agcaaactga 6000
acctttectt tecttaaactg tgattgaatg gcactgtgcce ccagcaactt gggaaggagc 6060
aaatagagag atcatgaagg ctgatttatt tcattcttgce ttttctgaag tcecttgtgaga 6120
ttttccaagt tcctgtaaag catgtattta aacatgactt tgatttcctt tcactgtgga 6180
catgaagaac acagcccaca gtgactaggt tggctctggg gttggcacag tgggcagcga 6240
ataggaaaga agccatcgat aaaatagttg tgtaagagag aatagtaatt catttattta 6300
tgcagtgtgg gtagaaggag gaatatgaaa gggtatcttg ctggagtcag ttccttecta 6360
caatagagaa tctggggatt ggactcgggc ttcaacagtg aataccttta accacagaga 6420
cacatcgtgce ccctgaaaca gattctgaca tgaaagttta catctgtcat cattactgcece 6480
ctgggccaag ccaaggagct gtcagttgtce tgaagcattg tgcagaagtt taaaagaagc 6540
aaagctgaca agcacggaac taggatgtcce ccttgcaaca ggcagccacce tggaaccagg 6600
ccatgtecttg teccecttgtyg ccaggcagce acatgtcetet tectggetttt atgectgtet 6660
atgaattcag ctagtttagt atttacgaag acagaggtgt gactcttacg cctttattat 6720
ataaacacgt ttatagctgc agaagtttta gaaaaatact tagtttgtct ctccattact 6780
tgaaattacc cagtagttac caggtgctca atgtgagcca cacccctgeg actctggaga 6840
gaggcaggaa actgggagag ggttctagct ttcctggage tcectgactta tgtgaaatac 6900
agatatgaaa cacgacaccc gagaacagtc ttcaggcagg agcatgaaga agacaggcat 6960
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tttgaaggtg aagagacacg gaaacagttt gaagggcaga ctgcattgct gaggtgccga 7020
gaccctaagg agtagatctce aaagtggctg ggtgctaggg tgaccaaagt gggatgaatg 7080
ggagcctgca gctcatgetg gggcttgcaa ggcagtggga gagacacaca ggcatttgtt 7140
gggaaggaac aaccatgcag atcccccttt ctgcccecccat ttactttggce tcacacttca 7200
cacttttttc ccctttagat tcagctttct tgttcaaatg ctgtttaatt ctaacacgag 7260
gacttagaca ttggaggcac taaggaattt aaaggcttca gtagaagttt gtttagaaaa 7320
tatatctatc tgttgcatag ggctacataa ggccatttcc atgcaagtgt gtaatatact 7380
ttaagcatag tctacctcecg gtgctctgca agtgttectce ccagacacac tcagagaccce 7440
ctttgctect ccttecteece cectecccect gtttggttte cactctcatg gecatgtcatce 7500
ttatgagttt atgtctatgg tttctagtca aatctgtttt tccccaggga acgacatttg 7560
aaagaaatat acttcttaat gtgtgtctgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt 7620
ctgtgtgtgt gtatgtatgt atgtatgtat gtgtgtgtgt gtgtgtgtgt gtgtgtacca 7680
ttgcacctat gtggagctca gaggacaaca tgcaggagat ggttttctcecce ttccaccatg 7740
tgggttcaag ggattgaact taggttccca agacttgaca gtagctgtct gtacccattg 7800
tgtcatctece ctgtcceccta gaaatatgct ttaaagtgta ttattcccaa gaacaaaacc 7860
aaaaccttaa tacattcagt tacggtatca atattcaaga gtaaagcaga agtgaggaaa 7920
tgaagcagaa cactgaatgc tgggttagaa atcctcctge cgggatttac tttacgtatt 7980
tacctttaac tctctaccgt tggtttttac agacctcagt tcccattggt ggaggtcagg 8040
gggttggact agttatctct aagtgacata tccaggtctc acattctata ctagtttact 8100
gtacgatggg ggaaattagc accctgggta tttactaggc aatctgtatg ctttggetceg 8160
tttagtccta agtacctteg ggtgcaggta ctatcacctc catttttcag acaaggaaat 8220
ggagccttga taaggttaag taacatagcc agagttactg ctagtggtgg gtgctaagtt 8280
gaaaggctgt atctgatcca atagcctgtg ctctttgcat gataaacact ggagagaaac 8340
actgcgttat ttcaaagtct agagggatct aagcaacgag gcagcagcag tcagtatttce 8400
tacagtgttt cattagccgt gtgggtggtt catgtggagt gaattacctg catgattatt 8460
taatgtatcc agtaaacact aatcctggaa ggaactgcag gatgggcgga gtctcccaat 8520
ttetgttttg cattccaaag aatgtcccta ccaccgttet cctcattcte cttagggaag 8580
aactggtttg agcaaccatt catttcecctt tgagcagaag tgccacaatc cctaggagtg 8640
tctgatgaac ttgtaatgaa tggctgattc atcattttgg gtgtcctaag acaagttcag 8700
catgtgtaag gtcatattca ggatacacat ttgaacatta ggtctactga gcttttaaag 8760
ttttatttta atatgtaaat gtactaaaga gtattaaaac cttaatagac tataagataa 8820
ttaggttgat gatggaaaag agttcctatt tagccagcett tacaattgtc agactcacat 8880
tgagaggggc atcattcatc ccgggtacac actgatagaa attgagggcc aggaagaagg 8940
ctcagtgcegt aaaagtgctt gcectgtgcaaa catgaggaca tgagtttgaa ccctcagaat 9000
ccatgcaaga gccaggcaga gtgtgagaga tgagagattyg agacaggaaa agccccaaag 9060
tgtgtaggca tcgagcctgg tatcattttg tttttaaggce ctgtttttat tttatattat 9120
gtatatccte cttaggctta ctatggcetgg gatgaaacat catgaccaaa gcagcttggg 9180
gagggaggaa agggtttatt taagcttata ctttcaggtg acagtccatc actgagggat 9240
agtcagggca ggaacttaaa catggcagga gctgatgcag aggccttgga gggatgctgce 9300
ttactggctc gectcecttgtyg gettgctcag cctgctttet tatagaacct agaaccacca 9360
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gcaaaaggat ggcaccacct ataataggct gggcccttec ccagcaatcc ctaattacaa 9420
aaatgtcctg caggcttgec tacagcectga tcttgtggag gecattttcecee agttgggggg 9480
gttecctecte tcagataact ctagecttgtg tcaagttgac ataaaatcag ccagcacccce 9540
agcacttggg aggcagaggc aggtagattt ctgagttcga ggccagcctg gtctacagag 9600
tgagttccag gacagccagg gctacacaga gaaaccctgt ctcgaaaaac aaacaacaac 9660
aacaacaaca acaaaatcag ccagcacaat gtatgtgtgt gcattctgtce tgcatgtatg 9720
cctgtaccat tagtgtgcct gatacataca gaaaccagaa gaaggcattg ggtcctgceca 9780
gaactgaagg tttagacgct tataagccac catataggtg ctgggaatta aaaccttgtce 9840
ttctataaga gcagccagtg ctettcectcectt cagccccaag aatgaaattt aaaatattcet 9900
agtatctaca ttaagaggtt aaggttggaa ttaattttaa caaatatttc acttatagca 9960
tagtaaaaac tgtttcatca catacccaga gaaatataaa tgacataatt ctatttttat 10020
aaaaaggtct ttaaaagtga tgtattttcc agatgtggtg gtacacgctt ttaatcccag 10080
agcttggtag atggaggcca gcctggtcta cataatgcac tccagatcag ccaaggacac 10140
acagtgagac attgtctcaa aaaacaaaaa caaaaacaaa aacaaaaaca aatccaaacg 10200
cceccaaacct ggtgtataca ttgcacttga agcacaccte gattttctac ttttcaagte 10260
ttaatagtca caaatggctc gtagtctcct gtactggaca gtgcagatct agaacaacta 10320
gagaactggc tgacgtcatg gcgtctgcac atggcagctg gaggtcttgce ttaggcctece 10380
ctgccttgee gttctgaagt gectctetge ctgttataaa acagctctac tgacagtgtg 10440
tttctttget gtcttcaget ttttaaatat tacattttct tcagataata atctcaaaat 10500
tgttatgttg ttgttgttat gttgttgttt tgacataggg ttctattgcg gtaaatctcce 10560
aacccaatta tgcctggcaa tgaaaacaaa actcaattaa tatgattaca tgctgtgagce 10620
ctagattggg cagatctact gctacactac catcttccac atgagacccc gtagaacttg 10680
cggtttcetce aggccatgtg cttcectgetcet gettttette ttettettet tettettett 10740
cttecttette ttetteottet tettetteott cttettette ttettettet tettettett 10800
cttecttecte ttectecttece tettectett cctettecte ttectettee tettectett 10860
cctettecte ttectettece tettectett cctettecte ttectettee tettectett 10920
cctettecte ttectettece tettectett cctettecte ttectettee tettectett 10980
cctettecte ttectectece tectectect cctectecte ctectectee tectectect 11040
cctectecte ctectectet gecatectete cctettecat tttetectte tetecectece 11100
ctcacctttt gctccacctt cccatcatca gctecttettt attttacaaa ttaaggtggg 11160
aagcaggttt acaggaaatc acctgagtgc tgactcattc ctggttggaa gacactccca 11220
ggagaatgga cttaacatca aatataatta gctccagggc tctccacaac agggttceccte 11280
tgtgtagtcc aggctggcgce tgaacttgta attttcatge ctctgectece tcagtgttgg 11340
tactctgtat agttgttatt aattttttaa attacgtgtg tgtgtgtgtg tgtgtgtgtg 11400
tgtgtgtgtg tgtgtgtata ccttggtgta tgtgtggagg acaatttgct agagtcagtt 11460
ctcttettac accatgtagg tcccagagat agaactcagce tcttcaaact tgttggcaag 11520
tgctcatcca ctgagccatt tcaccagccce agaactgtta tttttaaacc tcagttttac 11580
aaaacaatta ttcagaaaat ttatctgaag ttacaccagt tgtgtgactt accatgaaag 11640
catactttca attttgtttt tcaaacaagc tgccaaaatc tagacatttc aaggggacaa 11700
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ttttatagtt gagcccttta cctcatatga cataaacctt ctcectttatt ttgaagtttt 11760
tttttttgtt tttttttttg ttgttgtttt ttttgagaca ggatttctct gtatagccect 11820
ggctgtcetyg gaactcactt tgtagaccag ggtggccteg aactcagaaa tatacctgecce 11880
tctgectece aagtgctggg attaaaggcg tgcgccacca tgcccggcta ttttgaagtt 11940
tttaaagcca ctaatcacaa atgtaccatg ctaagtctta aacacataca attggagcta 12000
agtacttttt atttgatcac agaaccacca ccaaccagca catttgaatt cttcatctct 12060
tcagcaagtt gcagaaggca ctagcatttc tgaaatgtgg caaaacgact tgagaccatt 12120
gctgatagaa cgatatcctg gatcgcceccgg aagctattet gcectecggcagg tgaggaagaa 12180
cagagttcac acctaaaggt tttaaatact ttgctttcce ttgagggatg agatggtgge 12240
taaagttctg agtcatgtat aacattatct cactacacac taccagaggt aaccaagaaa 12300
gacatacacc tgagagtaag tgtctatttt gagttgattg ctacacattt actgaaaatc 12360
agtttatgtt tatgtgtgac atcattgtcc tgactatagc agcaataatt caggatacta 12420
aggccccaat cttggtcact tcaaggacac attcctaget tactaaccat tttttgtgac 12480
ccctagaatce caaacttcaa cagcttttca cagtgcttge ttagcagttce cagggcaagt 12540
gtgagtcacc gaactgtcag cctttttecect cttgagggaa attgttttct tggectgagge 12600
caatgattag cttctgtcta cagttgagct tctcagacat ctactttgac ccacagtaaa 12660
aacatggtgg attttacaga caaggatgtt taacaatgta tttagctgca atgaaagttt 12720
ttggaaaaac tactcattgt tattatctgt aatttattta gatattgtaa gttctatttt 12780
tatttccagg tttattgatt ttaccactgc tgtttggagg acagtgatgt agagggaagc 12840
tataagatgg gctagacttt gaatttcttt gtcaatctge ctgagcaaca cgaaatctta 12900
cctctcaatg tectgettttt tceccaaactaa tctcattcaa gggggagctt gggaaggaat 12960
aggaccggcece tctcaaagec tettectaaa tattctactt gctcaactte ctagacaaaa 13020
acattggcaa ctactgctgt gtctagagag acctgcatgce ttcatctatg cagctcacag 13080
ctcttatttt tctactgtgt agctctgccce tgcaagtgta cccttgacag atgtgtgtgt 13140
tggctttttt tagcctccectt cttcecccatct gaatagctcece tcagatgagg cctgttgtgg 13200
tgagtttagce taactgttct gtgctcecccga caggtcgcac atgtgcaccce acccaagage 13260
tatctggatt tgtgaatgga agacagacag acagacagac agacagacag acacacacac 13320
acacacacac tcaccccagt taattttaaa tgccttgact agcttaatgg ctgagcattt 13380
ctaatccttce ccactgctag caaacactcce tctectgtac tcecctgagtta acaactttta 13440
aagtctatat ttcatctctg ctaccccaac acatttgggg aagtgggtca tgtggccact 13500
ttccatgatt ctcatatgtc agtgggcctt tgggtctggt ctttectcett ccccatcaag 13560
gtgatttctg ccctttecte tcteccaate tctagtctgg gcaaatctaa aggtectggtt 13620
tcagtccact tgcccaggca ttggetgttg gctectttatt gattgatcaa aagaccagtt 13680
ggggacaagg accttcagta tttggacaca cagatttcceg atttgagggg cgaggttaat 13740
tcaaagcatt agaaccaatc cccaacaaag ctctaacaaa cttggttatt ttagccttca 13800
gaaacattga ggaatggtga tgaggaggag gggaaggaag aagaggaagg ggaggaggag 13860
ggagggggag gaggaaaagg gggaggatga tggtggtggc caacttccat cctttectag 13920
ctcccttect tettttettt ctttttatte atatatgttt ttttgataaa cagtatcact 13980
ctacaaccca ggctggccta gaacttacca tgtagcccag ggtagectta aacttgaggt 14040
gttcecttgtyg tttgattcte tcaggatgta gggttgcagt tgtgaattac catgcctgga 14100
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tatccatcct ggatggtcaa ctttcecggaca gcacataata gcacatttag tttccacaac 14160
aatgctacat tcctatccca atatacttat ttaaagagat ccaaggctta gttatctgaa 14220
ttaatttatt tgcagttatg tgtgttatag cagtttgaac tcagttctac ttgattttct 14280
aatcactaga gatttgagag aaattagatc aaggataaat gaagctaata gcttcagctce 14340
tgcatcttece catggcacac tggagagtga ggtacacaat atttattgca cagttttccce 14400
aaggccceccat gttctaagaa ttttcecttgaa agtttcagaa tgtttgcttce tcaaagtcct 14460
cagctcacct ggaaacaatc cgggctatga tacttgatcce aacctttccce attttettac 14520
tctgttgget cagaaggcta tttacatgca gatacacata tgcatacatg aggcccaagt 14580
tcettattee taaaaggcca taaacatagt gaacattgtt gaaactttgt cttctatgga 14640
tatatagcat aatcagtata taggtattgt tatgatttaa aagatataca ttcagtggct 14700
ggagaaatgg ctcaacagtt aagagagcat attgctcttg cagaggacca cagtctggtt 14760
cctagcaccce atactgagtg gttcacaact gcttgtaact ctagctctag agaaactcaa 14820
cacctectgge ctcacatgca cacactcata cacagacgca tgcatacaca aaataaaaaa 14880
aaaacttttt aaatgttcga agataaatat ccacataatg accaagtcta caatagcatt 14940
gaccactgtc ttgaaggggt agaagcaaag gggaaatgta ttgacagtat tttagaatgt 15000
gttaggcecct aggcaggact gcctgtatgt ggcctgactg atgtggtggt agatgataac 15060
aggataatca tgttagaaat tttatttaac cctggccctt atgggagagc tggccctgece 15120
ccecccaaca acctttggtt ctettaagtt atggcttetg gggagggata caggcagaga 15180
aagactcatc ctccectggg ttgctggcecca ctgggaatct gaccctatce cggtgagaat 15240
atggctaaca caacatggac gtgctttttc ctctttttga taagaataaa taaattataa 15300
aataaataat acgaaagaaa ttttacctaa gagattcagt cttattattt ttaataagaa 15360
aattgctatc actaatctag aatgatgtcc cttaagttgt ggaagagaaa aggctcecctte 15420
atttgaaaat gaaaaagaga caattattat gaggggacca tactcagggt tttacatcga 15480
tgtaaaactc aagtaggatc acagcctttc attcagagcce aaatttaagce agccccaata 15540
acaaaaattg ttcceccttag gectettggg aactaggtca ggtactctgt agttcacaga 15600
gacacgcagt catgacttaa gaagactttt ggctctggaa tcctgaggac ttgatccaaa 15660
gtcaagttgt aggttgactt tgcagtcaca gggtagatgc atatctctat gagtgetttt 15720
ggagagaaag tatttttgga cagatgtgtc ttaaaattta cacttatgac ccttgagcaa 15780
caaagcccaa agtgactatt gaatttaaat tttgatctaa agaaataact tatttattaa 15840
aaaaatatat tgaaggcatt cacttgtggg catttcagtg atttccagtg tagacataga 15900
aagtaaactg agtcacaagg atggcaaatt ttcatgaggg acagtcaaga tccttttcta 15960
ggagagacaa gctagagaaa tcagggatgc acagagtgtg gaaagtcaaa actgaatttc 16020
tgtgaaaggt atgtaggtat tgttattgtt ggtgtacagt taccaatgga gaaccctgtg 16080
tggagtatgg tcagcttgga tccccagage cttgtgtaga gatagtctag aaaagagtta 16140
actggaaaaa gtggcagggc caggaccctc acaacagtgce atttgcagat ttagttgcac 16200
acactggaga gtctacttcc ccagagcaat cctgatctge ggctgacage accatttcte 16260
agatacccaa aattagaatt tacgcataac cccatcacac ctaggaccaa gtactaacgt 16320
taccccagaa tagcttccte tactgectca cccagaatca gaatgccaaa tggtagtcte 16380
tctagectga cccctcatca cgcctggagg cccaaccttt gatcecctegg agtcaagegt 16440
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gaactgctge ttagacttta ggaatattgt gataaaaagc agtggtttgg gaaatctcct 16500
tcagagecctt ctggtggaga catggagcct aaataaatct gaaagctcaa gacaccactg 16560
agtactggtg tcctaatttc atcctggtta ctaagataaa tgaaaatatt tattttgtat 16620
acaaaaaggt tacttcagag acagctgttt ggggctcttg gtgatatctt tcgtggaagt 16680
cagtatacat aggaatgtta ggagtcattg cccagggtgg gggaattgag ttgaggaatg 16740
aggttctggg tgaaacttct gcacaatgct agcagataac cttcaacaga tcctttaaaa 16800
tctcagtgca tctcectgge taccatcggt ggtaagaage cattttatgg agcagtttat 16860
catctggact ccagatgtgc tggagttaaa caaagtctag ggataactca tttttttatce 16920
ttctttagaa aacctcgteg tagatgcaca gcgatctcecce tcgatagtga aacaatgaac 16980
gatctgtgtc atgtgatttt atgtatcctc atcacattaa ctcccatttt ctgctacagt 17040
caattcaagt tccctgcggt agaacactgt gaacaaaagc acagtatagg acttgtgggg 17100
aataacaaaa taagggagct ggttgtggaa aggctctaag cgtttcectttt gatgaataga 17160
aaaagagcat gtctgtagag tagcagctgt aaagcaaggt aagggatgca gagcgctgte 17220
tgggttaaag tctaccagcc acacacaaca aagggatctg tctatttgge tttctcaggg 17280
tcgatggtgt geccgcagage ctccacccac tctgtgtaag tttceccctet ccttggaage 17340
ctecctgetgg aatttgtgca aagctcectcetg ggectgtgtg tcatgttaca tcagcagget 17400
gtaggccaca caagacttgg ccagaataga aaatcctgta tttectttggg aggaacaaaa 17460
cceteccatt tgtttccage tattgtgagt tatttgctca tttatctcaa ggtcectcecct 17520
gtctagatgt taatggtggg acaaactgtc agtgattcta atggctcatt tgtgatctga 17580
ggtttaggaa tgtgttttaa taaggcacct tacaaagatg gaaacaacac tggagggaaa 17640
caaagaaatg gagtgaggaa caagtccaag gaaaaataag gacaggaaaa aaagagcaga 17700
gtgagacagt gtcaagctca ttccaaactt ctcaggtcac acattttaca tccctaagga 17760
agacactgtc agtctctgtc atggtgggcce tttectteccg attcectgcta ctgtceccccat 17820
gctgectaga aggtccaatg tgtccatgag gcagtgctga gagatttcte tgagecttcag 17880
atctggacct accttggata caaaatgaaa gctgggatga gagttgctta ttgattctta 17940
ctgtgggtag ggtctgaccg tatacccatc tatccgttge tatggggact ttccctacag 18000
ccetcagtag gtgggtgete atatgtttece cctactacte tggaagcatt tcagggcttg 18060
gagagcattc tgtgcacttg gcacacgtgc acatacgccc acagctgcca tttgtgatte 18120
ttcgaaagct tggagtggag gtttacagat ctgctatget tactttctca aagagagcac 18180
cceggettgt tacaaatgtt agaagtagtce tttaggggcg ctgagctgaa cttgctcccet 18240
gagctgtaga tgtgcccatg acagattgtt aagtaaagta ggctgctttc cctgcaaaag 18300
aacacactcc tctttcaaat atacgcgcett gtatgctggt gaggtttgca caatcaaaga 18360
gaagtctgta gaaagatccce catcaggttg ctagtgttgg taaatattga caactgaacg 18420
ggatgaataa gtaggcgaaa ggttaggact gggggagact agtctctcct ttcaacgaga 18480
agctgctact aactaaaaat aacaactagt agtaacgtta ttactatcag taaacatgca 18540
aggcatgtct geccgttaatce ctagtgecttg gaatgaggag gaaggaggat taccataaat 18600
tctgtgetag cctggggect gatcatgcecceg ccatttttca gtccagectg gectgaatgt 18660
tgttccaaca gcagcaaaag aaggcatcac attcgagatg tagagacaca gctaaccaat 18720
gaaaaccatt ttttgtttgt ttgtttgttt atttgttttt tgctcagcac atcatgcaac 18780
gaattcagag acttcaggct gagtgggtcg tggaagttga caccttcctg agtaggactc 18840
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cctatggcta tcggtcecctte tcaaatatca tcagcactct taacccggaa gcgaaacgac 18900
acctggtect cgectgccac tacgactcca aatattttcece tcgatgggac agcagagtgt 18960
ttgtgggagc cacggattca gctgtgccat gtgcaatgat gttggaactt gecccgtgect 19020
tagacaagaa actccattcc ttgaaggtat ctgctctcectt cttgttgact cctagggtaa 19080
aacaataaac aaacaaacaa acaaacaaac aaagacagca tcaactccat gaatttggga 19140
atccttggag tggggaggtc atttggaaag caaaactttg gggtgcactt caaaataatt 19200
tgttaaaaaa tatgaaatgg aggaagtatt atttggaaga gcacatgatt taaagtatct 19260
accatgggca ataattcaca gatagataag ggtgggttca ttaactgata tatattcata 19320
cctggttata tattaaattg ggaataactt tttttttttt tgcaaataat gaaataagag 19380
ggaagctggt gatggcatat gtgtgtggat tatgttttct atcaagtcat gcttacttct 19440
tgtttacaca gctgagaaac atcatcacct cctgctggga gagaggtggg ctctggagtt 19500
gggggggtgc attatgggag atcttcagtg tgtggggaat tcagatatac caagatgaaa 19560
agcagaagtg tgctatggtt gtagctgtga atcagggctc agttttacac agtgtagcag 19620
agcttetgtt atgcctgcag ctcagaatgce gtttgggact cccaggtttg atttetgtet 19680
ctgtgttectt aagggtgcac ggggtagggt gggggtaagt gggagggaaa tgctagccta 19740
gatgaggaca ttttattctg atactgctca taaccaagta aacatgacaa agtgaataca 19800
aaaacttggt tcacaggcaa caaatgcctc cccactagcce gggcectttag tttttgatac 19860
aataagtgta aagaaatgaa gggtttatct tgtaatggaa gtaatagaga tatgtgcttc 19920
tgtttttgct ggatatgctg aatttgaaga aagcaaggat tgtttgtacc cccttaatat 19980
ccttttcaca getgtgttgt ttttectgage cttectgggat ggetttgttt caggccctge 20040
cctgctttga actggtaacc attcctgagg gaattcacaa gccggcatge ccttttggtg 20100
ttttatactt aacgttccta acagaaagac atgggcgggce gaggcgagac ttaaagacac 20160
atttctgectt gtcacaaata aatgtactgc tccaaatgag acagcacagc cacggagcaa 20220
gaggtggaac cagagtgctt ggtaccaaag cattctgcge atgcccaaag cagagagatg 20280
ccttecgace aagcccggec agagaccttt tgttcatgte caaggtagag acaataagag 20340
gtagttttca ttteccttcag gcataaggcc acacggatct cactgaaaag tcagcagtca 20400
gatgacacct aaaggtagcg aaatgactta cattcattca ttccattctc agcattaatt 20460
tatttagact cctgtgaata ctgattcgaa gtcccttgtg gcaagectget cttttgttte 20520
tttttacagc tggcaggaaa ataatcatgg tctgcaactt ttactaattt agctttatac 20580
ctggacacca ggaggatctt tgcggectgg cagttttagt atttttcettt tcagtgattg 20640
ggttgaagcc aaggcctcect gcatgtaggt aaatgttgta ttgectgtecct acaaccccag 20700
ccatatatat atatgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt 20760
gtgtgtgtat gtatatatat acatatatat atatgtgtgt gtgtgtgtgt atgtatgtat 20820
atgtatatac ataaaaattt ataatttatg tattataaaa tatatttata tttttgtatt 20880
atttatattt tatgtatata aatatattta tattttataa ttatatgtat atacatatat 20940
ataaaatttt aaggcagtat ctaaataagt tggttaggct ggcctcttgg tagtctaaaa 21000
aagctttgaa cttgcaatct tectttagece ttctaagtag ctgggattac aggaatgtge 21060
caccaagatg gctttgaagg tttggttgat gatattataa aggctcagct attatggaat 21120
ccaaagtatc aaatttcgta atctatttgg gaggcattca aggctagcct aatttagatt 21180
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agagtttcaa gccagccagg gatacaaaac aaaacaatcc acaaagagac aaactgttca 21240
aacccctaat ttctetttta tetggtacca ctctaaagca acagggaaac tcectgtetttg 21300
aagaaactag cggatgtgtg ttagtgggaa acacaatatg gagacaagtg gatgtcacag 21360
caaagtggag agaagttagt taaatgggaa tccttcagaa agtacaggat agtctcecttga 21420
caatatccta aggggaggta gttagaggat tgacacatta ggaaggcaga agagaggcgg 21480
tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtatacaca 21540
gatgtgtata agaaacgtat ggatgtatag attttgaatc catgccaggc agggaggtga 21600
gcattctget ggctctcagg aaattctaaa agaaattaaa cagagggtat tttggacttg 21660
ggaggacaag ctttaaagaa gggtgatgag gaaccctagg gagatcaagg ggattaggta 21720
aatatcatgt tggacagtgg ggtcttcagg ctttcttcecca ttcectagcac cagaaagcca 21780
gtagcagaca taggactgga gaatctgtgt ccagagaatg cagatgccac agacaaggat 21840
gccaagggag acatttggca accttaaatg agaacactga atagacacca gattgctcta 21900
aagtgactac attagagcca accaatttgt gtcttcagtg aacattttag taccttgttce 21960
ttcagtacaa acaaatacca ggcgtggtca gctattggag tatagtttcc attgtggaag 22020
aaaaactaat tatgcaaatt gaaacatgaa gttggagggg tagggtagat actgccaggg 22080
cagcagaaga tagcgtgatg ctattttaaa atccttagag atgagagaac ttgtattcat 22140
aaaataaagc agtcttcaat cacagagtaa tctcatcata gcaaagagct cttggaaatt 22200
tgaaattaaa agtacaattt tcaagaaagg cactaagaac actggactct gaagtaggta 22260
atatatcctt tttagaaagg aaaaaaaaaa caaaataaaa tgattttttt ttcatgggat 22320
cattccaggt catataaaaa gctgtaagaa tgaaagtggt gctggactta gtagaaatcc 22380
tggaagctag aaaacaatga ggttgggcct gcaacattgt ggcatgtgtt atatacatgce 22440
atgctcagat gttagtttgc caactgatgt gttggtctgg agatcagatg tgagaacaca 22500
cacacacaca cacacacaca cacacacaca cacacacaca cacacacaca cacacacact 22560
attcagaata ggtatccaag gatagatgcc agcagagatg agaaaaaaat taggcatcaa 22620
gccctagtge tetttgatat taagagggag gaggcatgaa ggaatctgta ttttettett 22680
ccattcactc tcacagtgag tgtttcacac tcttcctecte cctaacctge agttecttac 22740
cttgcccatce ctcactccca aggaatagcec ttgacttett cttgccagte tcattagetg 22800
ctaagctccce cacgcatgca ttgaattcca tctectgaat gagggaggca gagcgtgtte 22860
ttctaggagg caaatggaag gattttaccc aggacagagc atcagttatg ctggatgctg 22920
tcagtaagtc agggatgata aagactgaga gctgatcttt ggatttattg atgtgtaggt 22980
cgtaggtgtg cttgacactt atgtttcagt agatggagga gatgaagcct gaaggatagg 23040
cataagaaca gacctcctag aaagcctggg ggaagttaag atagacgttc cagtgatgta 23100
cctaaaagtg acaaaattgg tagactaggt gttgttatta tatctattat tatagtttac 23160
ataactgtta taactatgtt caatgtatat ctaagagaga aggccttttt attggacaaa 23220
aagggtgaga tgttgtggat ttgatttaat gcttacatta tggcttccca aattacacag 23280
ggattcaaat gtctactgcce aatggctggg ctgggagaca gaggcgggac tttgagattc 23340
cccaggcaag gaactcgagg gaggaagaga atgaccactg ctgaggatgg agaaggtccce 23400
cacttgagaa gtgtaggaca gaaagacaga gacactgcca acatgtaaga gtcagagatc 23460
atggcccagg aggactacag gectgggtcet gtggcagcca ggacagaata taacataggt 23520
tttagcaagt gataattcag gaatattgga ggggagagtg tgttagctgt ggggaggttt 23580
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ggaagtgccc agcattgagce tgtttaagac atattaaaat aaaaggctgt tgtggtgtgt 23640
gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt ctttcatttg 23700
caattccaca acattagggt ggtaggaaga agtgtgtgcg cacccgctgg gatgtttgga 23760
gagaattaat ttattaccac ttcaggggga catgatttat ttggtagagc aatggccttg 23820
catggttcag gcttcectggtt caacaccgag aattttaaaa aatggagctg aagaataaga 23880
ctgaggaaca ctgcatatat aaaatccttc cagtgagtta acaaagatag caaacccgca 23940
gaactatcga gcagtggcag aacacctgat gtggaagaaa tggcgtatgc taaagcaatg 24000
ccettgagca gacaagagga gatggaattt agtgcatatg tggggagact ggcatctaag 24060
gagactggca agaagaaatc aagggcatca cttgggagtg cggatgggtg ggctggggag 24120
ctgcaggcta gggaaaggga aagtgtggaa tactcagggt cagtcaacaa acccagaaaa 24180
tatagcacaa ctgtgttctg tgtgtataca gcacagtaca gaaaggctgt attaaaatct 24240
gtgctcgtgg attttaagtt agcaaatagc atggtggttc attttttttt tctagccggg 24300
tttagcatct tgagaatagt cacagaatag gtagagaatg gccctccatg ttattattat 24360
tttgtteccat gaaagtgtga ttatgaagag aggccaagga gctgacagtg tacttagggg 24420
aaggaccaga aggattacca gaaattggtc aaaactggag taaacggggt cattatagga 24480
gtgtagctgt gaagaggtga gattaagtgg gcttggaaga tttgaacacc aaaaggacta 24540
tctgtaccgg agagtcatag cccgattaaa aactgtaaag cttttecggtt ttctcaaata 24600
gtgtctctceca caaagccttg cttgatgtcc caagggctec atcagtcagt cattcecctcece 24660
agccttcaat ggatgcaagce ttcacacttg agccccttgg catattacaa accatactta 24720
tgtatttgtt ctctttctec taacctgcca aatgtatagg atctcttaag agaaacacta 24780
taattattct gtttgtgtcc ctacattgtt cctagggcag actcttgaac ttaggtccaa 24840
taacgaattt ccaagtccgg taaggtgagg agaaggtacc cagttgtttt aggttgggtt 24900
ccagggaagc acattgggag gtggaacatc acctgtccca ttcaggtcag tgattaggga 24960
gtggccttgg atcaactctg gaggcaggga gagggatgag acaggattag gaggagtgag 25020
ccatgaagct gcagtgcagg ttttacagca gcctcagcecta actctggaga gectgtggagg 25080
tggtggccta tggagaggct caggtgtctg actaggtagt catgggaggt tcatcccagg 25140
agaggctaca actggggcaa cccatccacc tgagggagaa ttcagtggca ggtcacagtg 25200
ctcgtcacag cagtcctaca gtgtaacagce ttgttaggga gtacgtgcaa gaccttttgt 25260
tttggaagca gtatgatggg gtttgggttg gaactggtgt caagtaactt ctggcacatc 25320
ttectttgee tggacctett cgcttettgg aacatctgee ttttggceccca gttactagga 25380
aagaatgtga atttttaatt gactggagcc tatttgctct ttgtttccac tgatgatcat 25440
catgaaccca tcttgaagat atactgttca taggtctcte tggagacaat cccaggtcaa 25500
tatgtcetgt ggttgcttga agttagtttc cattggtttt gttttacttt tcaaattgtt 25560
ctttgtgttt taccaggatg tctctggttc caagccagat ctctcactcce ggctaatttt 25620
ctttgatggt gaagaggctt ttcatcactg gtcccctcaa gattctcectgt atgggtcteg 25680
gcacttagcet cagaagatgg catcaagccc tcaccctcect ggatcaagag gcaccaacca 25740
actggatggc atggttagtc tgagtaatta ccttggctct gtagctcagt ccctgtcectcece 25800
agaggcaagg ctgctaagac caagtaaaga cctaaacgtg cctcgaaatc ctcggagcac 25860
tgtttatggt agaacattcc ttggcaagca ctggagtttt gaggaatccc agacctaaaa 25920
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agaatggttc tgtgttagaa gctgtgtttg gctgagctta attaaaatga tgtgacaatc 25980
agattaagaa ggcattagat tcattatggt ttagtgagag taccgccccce tcccaacccece 26040
tcaacactgg gtagtgtgga gagaaagaga ccttttttca ggcagaggag gctgggaacc 26100
ccaggacagg gaggaaagag gaattcccca tgtgtttaaa gcagtatatt gactgcagta 26160
tactgatgtt taattttatg tggtaggttg atgtagcatt tatgatgtga gggtagagac 26220
attttgaaga tgtcttaaaa ttctgctgtt actaaatagt ggtttcagca tccgacctce 26280
atacgttctce ctgtggccta ccagtaaatt cccttcagtg actctcectgec catactggat 26340
cttcactctg tcaccaagtc cacaccactc ccagtttaga accttatgct acccteggga 26400
agtcatttgt ctctgacact cttcctaaac cctceccaccct gecttcacac attcecegcecte 26460
tttgtcgece tatgactcaa atgagcaact ggtgtcttcect agattcccta acgctectca 26520
tgtgagcatg actttctttt gtttgcggac agctcactat gagtcaaaag catgtggtca 26580
tcatttcact cattcactcg tgcctgagca actcagaggg gcttggacaa atgagaagag 26640
atgcagataa ttagcagtta cttatcagtc cagatatacg atccgcagtg atggaaaggc 26700
tcatctattt ctcagagact tatccaatct catgaatatg ttcctatttc aaacaagcat 26760
tttttececcaa atgaatgagt atgtatatca gttatacata catgtacgta tatatcattc 26820
atgtatacca tatctctgga atcttgaaac ctgataacat ttttcccgta tacatcaggce 26880
ttcagagtcg gcagttaccce acacagtatg tattctgcta actttgctaa gtcaggaggce 26940
ctttatctag gecgggggtcet tcaggaatgg agttctcaag cgagctgatg ctttgtgget 27000
aaaccaagct aagagaaatt ggtctagttg ggaaggctat aaccaggaga ctttagagag 27060
cagctggact gaactccttg tttgttactg aaggaaatgg cgccccagta gcacgatgca 27120
tatagtttcce tttaaaggga tgtttectta cacgctgtgt gagttatage ttatgectcce 27180
aagctcacca atcattacag attaaagtta aaaatgccta attacaacgg catagattag 27240
acaggtttga actcccacgt ggacatacag caaatgtgat cttttctcaa actgtaaaat 27300
atgcatcaaa tctceccttte tagtttatce ttagttatge tcecctttgatg cataaaaaaa 27360
tcecccatttg teccatgttat gtaagcaagg tctacaatgt tctctaagat ggttagcaaa 27420
caatgccact aagccccttt ccatttaaaa agctctecegt gtgattcteg cttgttaaaa 27480
tgtgttagct ttgactggtt ttcttgatgg gtctgaaaca tgcctgggtg actatgacaa 27540
agcaatattt ttctctcgta ggatctgttg gtcttactag atttaattgg agcagcaaat 27600
ccaacattcc ctaatttttt ccccaagact accagatggt ttaatagact tcaagcaatt 27660
ggtaagcatc ccagttacta aagagcaaaa ggctgtttcet tcecctgctggce aagcactaca 27720
cctgcaaact cacaatttat ggtttaaatg tacaatttaa atagttaaca taccttgctg 27780
gcatttgtet tceccecctacca atttgtttat tattcctaat tcecttcagcag gcccagttta 27840
gtttcttagg tggaattcta ttttgaaagg cagatgtcaa aatactacat gtatatattt 27900
ttagaaatga tgccaaaagg tactctggaa tttcatttca ttttccatct caaatttgte 27960
tgcttetgtt ttctecccttt gtetttetee cccaaggact ctgtgtgett ceccttactte 28020
ctttctetga aacgcacaca tcaacagatt gtaccttact gtgattaaaa ccgattgcac 28080
tgccctegtt tgtggaattt acatttttaa ctatttaatt gtataagaaa aatgtacatg 28140
atggttaagg aaatataagt attgatagat aagaatatta tattttgtgg tacttggggc 28200
tttctcagtg ttcttaaaat cccattatac ttgtttecta cttgatacag ttttacccta 28260
gaaatttaac aatcacaaaa atgaccagct atcctgggca ttatttcecctt gttttgtcat 28320
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ctgatgctat cttgccattt tgtatcaagc agcacatggg ttatatacac gacttatgtg 28380
ctacaagaca ccaggagtga gggactgtgt aggccagtgg ttctcaaact tcaggacaga 28440
tcagaatcce ctgggttcat gctaacgcegt ggattaccag ccggtacccce gaatttctga 28500
ttcattaagc cagaggtagt accagctgat ttgcatctct gegttattcect caggtgatac 28560
tgaagctctt gatgaggaac cgcatcctga gaatcactga tagaggtcac agtagtcttt 28620
tceccacagag tggccagttg atatacttca tcctactcectg ttggcatatt ccgctttaag 28680
ccecccacat ctctacatgg gecattcegcecca cacaccacct ggatctatga acatctgcat 28740
ctgagtttcc aacacctttg actccttttt ctectttetet ttctcaatct cagttgttet 28800
agtgagcatc tactcttttt ttggcattag ctacttggtc tcttttaatc tttttaaaaa 28860
attggttatt ttatttattt acatttcaaa tgtactccce ttcccagtgt cccatccaca 28920
acccceccat tecctectet gectctataa gagtgcttee cccacctgca tacccactcece 28980
agcctetgece atagcattece cctaccectgg gagecteccac agtaccaagg gtctecccte 29040
ccactgatgce ctgataaggc aatcctcectge tacggatgca gtgggagcca tgtgttcectcece 29100
ccatgtgtac tttttggttg gtggtttagt ccctgggage tttgggggtt ctggttggtt 29160
gacattgttg ttcttecctat ggggttgtta accccttcaa cteccttcagt ccttecccecca 29220
actcctecat tggggtctec atgctcagte ctatggttga ctgcaagcat ccgcatctgt 29280
atcagtaagg gtctggcaga gcctctcagg ggacagcttt accaggctcecce tgtcagcaag 29340
ccettettgg catcagcaat aatggttggg tttggtgtcet geccgataggg tggatcccta 29400
ggtgaggcag tctctggatg gcctttecece cagtctcectga tteccattett tgtecctgca 29460
tttecctgtga tecttggtgt gtcaaggcac ctgggagttg agcettectet gggtgttgta 29520
ggagtgggta gtgagccagce gccccaggtt tgctectggge actggttcaa actggaagct 29580
ggaatcttag aggttttcac cagcactgtc aatgtcatgt gtgcctctct gtctctatte 29640
tcetectacte caaagtatag ataggtgcag cttagactct tactgtcata gatgtggcta 29700
tgtttactga tacagatcta gggaagaatt ccatgtgtga taagatttca agctccctaa 29760
ataaggatgt attctgagtc ttgatcagag aaaattagat gttcatctac tgtctactga 29820
tgttcatctt gectgtccaca gaaaaggaac tctatgaatt gggattactc aaggatcatt 29880
ctttggagag gaagtatttt cagaattttg gctatggaaa tattatccag gatgaccaca 29940
ttccattttt aagaaaaggt aactgtgtgt gtattgttgt gcattgtgtt ttctcectactg 30000
tgtctactgt aattattata ttttatgtgc attttgaaat tttaaaaata ttattttcac 30060
atttcttttt ctggttcttt tttattatat gttaattgta tgtagtattt cattatgaca 30120
tttttataga tgtatattgt tgcggccgcce agcagctcge aacatgaacc gttcgactga 30180
gaaggctact cgagctgtaa gagaggaatc tagacggggc gaaagaagaa atggagctaa 30240
aacaaattca ttctgatcaa agctcaaatt ttattgttgc aacactagtt ataaaggaag 30300
ggggagggga cccgattcce gccgaataat ctctggtcca gtagaaaggt gcacgtgtgt 30360
ggcteccgecag gttcectagcag tgggcgtgge agaccgaatg agcaggaagc tccacccecctg 30420
agcaagcagg tttcaggctg ggggagggga gactacagta tataatatag tttgatcata 30480
ttectetece tttgeccctet ctttttttaa tttttcattt tttattacat agtttettta 30540
tctacatttc aaattttatc cccttteccce atttccecte tgaccceccccece catcccatte 30600
ccectecccee tgctcactaa cccaccaact cctgctcecect tgtectggga tteccectaca 30660
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ctggggcatc cagccttcac aagaccaagg gcctctecte tcattgatgt cccacaagge 30720
catcctetee taatatgcgg ctggagccat gagtccecctt gtgtactcectg gttggtggtt 30780
tagtceccetgg gagatctggg ggtactggtt ggttcatatt gttgttceccte ctatggaget 30840
gcaaaccecet acagctcectt gggtecttte tcectagetcecet tcactgggga ccctgtgate 30900
agtccaaatg gttggctgtg aacatccact taatatttgt caggcactgg cagagcctct 30960
caggaaacag ctatatcagg ctcctgtctg caaggtctgg gtttggtgac tgtatatggg 31020
atggatccce aggtgggaca gtcactggat ggcctttect tcagtctcetg ctccatactt 31080
tgtctetgta actcectceecca tgggtagttt gatcccecctt cttettcetece ttectecttet 31140
ccttetectt ctecttcetece ttettettet tttggttttt tgagacagga tttctetata 31200
tagcecetgge tgtcectggaa ttcactttgt agaccatgaa agaccaaagt atccacactg 31260
tggtcttect tettecttgaa tttcatgtgg tctgtgaatt gtatcttggg tatcctgaat 31320
ttectgggtta atatccactt atcagtgagc gcataccatg tgtgttcttt tgtgattggg 31380
ttatctcact gaggatgata ttctctagtt ccatccattt gcctaagaac ttcatgaatt 31440
catcattttt aatagctgag tagtactcca ttgtgtaaat gtaccacatt ttctgtatcce 31500
attcctttgt tgaaggatat ctgggttctt tccaacttct ggctattata aataaggatg 31560
caatgaacat agtggagcat gtgtccttat tacatgtgga gcattttctg ggtatacget 31620
caggattggt atagctgggt cctcagatag tactatgtcce aattttctga ggaactgtca 31680
gactgatttc cagagtggtt gaaccatcct gaaatcccac cagcaatgga ggagtgttce 31740
tctttectaca tattctcecgec agcatctgcet gtcacctgag tttttgatct tagccattcet 31800
gactggtgtyg aggtagaatc tcagggttgt tttgatttgc atttccctga tgactaagga 31860
tattgaacat ttctttaggt gcttctcagt catttggtat tcctcagcectg agaactcttt 31920
gtttagcttt gaacaccatt tttaatagga ttatttgggt ctctggagtc taacttcttg 31980
agttctttgt atatattgga tattagccct ctctcagatg tagggttggt aaaaatcttt 32040
tceccaatectg ttggttgeca ttttgtecta ttgacagtgt ttttatcctt atagaagett 32100
tgcaatttta tgaggtccca tttgtcaatt cttgatctta gagtgtaagce tattgttcta 32160
ttcaggaaaa tttcccctgt geccatgtge ttgagactca tccccacttt cttttetatt 32220
attttcagtg tatctggttt tatgtggagg tccttgatce acttggactt gagctttgaa 32280
caaggagata agaatggatt gatttgcatt cttctacatg ctaaccacca gttggaccag 32340
caccatttgt taaaaatgct gtctttttcee actggatggt tttagatccg ttgtcaaaga 32400
tcaagtgacc ataggtgtat gggttcattt ctgggttttc aattctatcc cacagaacaa 32460
cctgectgte actgtaccag tacaatgcag tttttttttg tttttttgtt tttgtttttg 32520
ttttaatcac gattgctctg tagtacagct tgaggtcagg gatggtgatt tccccagacg 32580
ttecttttatt gagaatagtt ttcactatcc tggtttttgt tgttgttgtt gttgttgtta 32640
ttattccaga tgaatttgca aattgtcctt tcttactcta tgaagaattg attgggaatt 32700
ttgatgtgca ttgcattgaa tctgtagatt gctttctgca ggatggccat tttaactata 32760
ttattcctge caatccatgg gcatggaaga tctttctate ctttgagatc tttgattctt 32820
tcttcagaga cttgaagttc ttgtcattaa gatctttcac ttgcttagtt agagtcacac 32880
caaggtattt tatattattt gtgactattg tgaaagatgt tgcttcccta atttectttcet 32940
cagcctgttt atcctttgag tagaggaagg ccactgattt gtttaatttt atatccggece 33000
actttgctga ggttgcttat ctgatgtagg agttctttgg tggaattttt gggacactta 33060
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tatatactat catttcatct gcaaatagtg atattttgac ttctteccttt ccaatttgta 33120
tcececcttgac ctecttttgt tgtctaagtg ctectggctag gactttgagt actatattgg 33180
gtttgttagg tctgcttaca ggagaacaga tgagaattta tttacagaag tatgggtacc 33240
ttaccagtag gttcaccaca gaagtatatg tctcttececce cctcecccaca ccaaccatta 33300
ataattatgt gcaaatcctc agagaggggt gaggcctcat gagatcttcect gectctecatg 33360
atatggtgtt gtgggcccaa tcttacaaag atctcataaa ggtcatggct gttgtgagtt 33420
caagagtgta cttgcatttc ataccattct cccatccatce cccctgette teccatcecttt 33480
agtgtcectt ttccttgatg cttactgagt gttagatgat ataaatgtct aatttacatc 33540
atagcttaac attcaacagt catttattct cctcatttta accagttatg agacagttac 33600
cattgtctaa tgtaaaaaga atctccecctgt tccccaaact ttacctagca acttagtgcecce 33660
attagatagc gttctttaaa actgaaaatt tccaggtcte caactgctgce atatatttaa 33720
gaaacaaatt aagcatgaat aatattagtg tactttggat cactaagccc atacttcctt 33780
aagtttgaat gatttaaatt tatataatta atgttttgac ctatataaaa gtattttaaa 33840
agatctaaaa taggcactgg attaatttga atgagagcct atctttaaaa ggaaacatac 33900
ttattttgct ataaataagt tttggccaac atgtgcttta tggatttata tctataagat 33960
aaatgttaga taattaaacc aaattaaata ataaggaaga catctagcta caccctcacc 34020
tggtttatac tgatgaaagg tactattcag atgcagcttg taacacttta gcatctcttt 34080
accagaacat gcccctaact aaaaagtcca atccctaacce aagaatctat ttgcaattta 34140
tacccactga gagaggggat ttttttttcc cagtagagtg acactgggta tattaaccac 34200
actccagagc aggctccatt ggtcaatttt gtgtgtgtat gtgtgtgcat acacgagcta 34260
atgcatatgc atgtgtgtgc gaatgtgtat tcacttgcta tctetttgtt ttgttttggt 34320
attttttgtc tttttgtttt gattgagaga gagagggaga gagagagaaa gagagagaga 34380
ggagagagag agagaaagag agagagagag gagagagaga gggatggaga gagagaggga 34440
gggagagaga gagggaggga gagagagagg gtatgaaatt gggaggatag ggaggtgggg 34500
agatctggaa gatgctgagg aaggggaaag aaaatgatca aaatatattg tataaaaaat 34560
taaagctaat aaatacaaac aaaacaaaat gaaacataaa gaccatttct ttatcagccc 34620
ctttctttgg attatcagat gaaatgatag agcccattat tgttcattga cttggaagaa 34680
tatgcgtcat ggaatattcc tttceccttgte ttgcgtattt aagttttaaa gatgaccatc 34740
taagttgaat cttatataca acactggact tacacaataa ttcccacttc ccctgatttg 34800
taacaatcta ggagtgatag gaatcattaa atataataaa ccaatcagtt tgataggaat 34860
cattaaatca ataaatcaat ccgtttggcc atgatgtcat ttgttcatgg cttctettte 34920
ctcatgagag acattttgaa atcttgatgg catctttata tatctttata tatctgttat 34980
atagttagaa aatcccagaa tcttctgata tcctgccttg ccttgcataa agttaagcta 35040
ttttecttget cttcattcaa ctttgatgtg gcatggttgg taagaaagat gtcctgggge 35100
atggagagat ggctcagtag ttaagggcac tggctgttct tccaaaggac ctgggttcaa 35160
ttcccagcac ccatgtgaca gcecttacagat ttcggtaatt ctggtccceccg gggatttgac 35220
accttacaca gacacacatg gagacagaac accaatgcac ataaaataaa aacaaataaa 35280
ttattaaaat agagaaagct gtcctgtatt gcgatgtgaa agtctaaaat taactcagtg 35340
acttttagga agcttccaca ctggtctcta aattttacta ttgcttctect ctctetectet 35400
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ctectctetet ctetectcetet ctetetetgt ctectcectetet ctetetcetet ctectetetet 35460
ctectctetet ctetectcetet ctetgtetcet ctectcectetet ctetetetet ctetetetet 35520
ctectctetet ctetectcetet ctetetetet cctetcetete tetetetete tgtctetecte 35580
tctetetgte tetcetcectete tetcectetetg tetetcetete tgtetectete tetcectetgte 35640
tctetgtete tetcetcectete tgtctetcete tetectcetete tetetgtete tetcectetgte 35700
tctetetgte tetcectectetyg tetcectetete tetectcetete tgtcetetete tetcectgtetg 35760
tctetetete tetcetectgte tgtctetete tetectcetetg tetetetete tetcectetecte 35820
tgtctetgte tetcectcectete tetgtetgte tetectcetete tetgtetcete tetcectetcte 35880
tgtctetete tetcetcectetyg tetctetgte tetectetgte tetetectete tetcectetecte 35940
tctetetete tetcetectete tetgtetcete tetetgtete tetetetete tetcectgtete 36000
tctetetete tetcetectete tgtctetete tetectcetetg tetcetetete tetcectetetg 36060
tctetgtete tetcectcectete tgtcectgtete tetectcetete tgtcetectete tetcectetgte 36120
tctetetete tetetgtete tetcectgtete tetectetgte tetcetetgte tetcectetcte 36180
tctetetete tetcetcectete tetctetete tetectcetete tetetetete tgtctetecte 36240
tctetetete tetetectete teotetcetete tetcetetete tetcetetete tetcetectete 36300
tctetetete tetetgtete tetctetete tetectcetete tetetetetg tetcectetecte 36360
tctetetete tgtctcectete tetgtetcete tetectcetetg tetcetetgte tetcectetecte 36420
tctgtetete tetcetgtete tetctetgte tetectcetetg tetcetetetg tetcectetecte 36480
tgtctetete tetcetcectete tetgtetete tetectetgte tgtcetectete tetctetetg 36540
tctgtetete tetcetcectete tgtctetcete tetectcetete tetgtetetg tetcectetecte 36600
tctetgtetg tetctectete tetcectgtete tetectcetete tetgtectete tetcectetecte 36660
tgtctetetg tetctectetyg tetctetetg tetetetete tetetgtete tetgtetecte 36720
tctetgtete tetcetectgte tetctetete tetetetgte tetetetete tetgtetetg 36780
tctgtetete tetcectcectete tgtctetcete tetectcetete tgtetetgte tetcectetcte 36840
tctgtetgte tetcectcectete tetgtetcete tetectcetetg tetetetete tetcectetgte 36900
tctetetgte tetctectetyg tetcectetetg tetetetetg tetgtetetg tetcectetecte 36960
acacacacat aaaatagaat tatcttttag aatcaaatta tgctaatact tactgtttta 37020
aatgtcctgg tttgctgtet tatagagtaa gacagaaagt ctttaccatg gcctaagaag 37080
acttccattt tctgattctg tttcaaaatc atctcttect tggcttctca cttcectttcag 37140
tgatttggcce acactggctg tettgtgcte cctgctcage acaagectca tgctetttac 37200
atgcaggaat attggtgccc accatgctca ttcctaggte tttgecctgge ctgctttcetg 37260
ttgggtttgt accactcttt aaatattagc ttctggagag gctcttccect ggttttaaat 37320
ggctceccccecat tcattcaatt cccttgectg cecctecatet tgatccecctgt atcettgtttt 37380
gttgttttceg aacaacttta gcacagtcta tgattatgtt tcgtatgtgc ccgtttcettt 37440
cttcactaga atataaaatc cacataggca tggtcttgcce attccactcc ttgaatacga 37500
gctttgcagg cacttggctg acttatcatc ccttactgga ttcattgatg tttgattgac 37560
aagccttgag gtacctatac gettggagat gtgcttgtga aaccaggagt tatcgactgg 37620
cttaaaggat atggatcttt ctttgcctgc aaatgtaact ttctagttca ccccectggg 37680
aattcttact cattcacgag ttgcttctcet cccacaggtg tcccagttcect tcacctgata 37740
gcttetectt tcecctgaagt ctggcacacce atggatgaca atgaagaaaa tctacatgcg 37800
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tcaaccattg acaatctcaa caaaatcatt caagtctttg tgttggaata tcttcacttg 37860
taatgtttgg atttagtttc tggtaattgc ttctacagca acttcaagac accatttata 37920
caatctgctt ccagataaat gtgtgtagac ttctgtccta tagattcatt ctgtaggtgt 37980
ttttgaatat gtgatcagcg aactgtagaa ttctatgatg ccttcactaa ttttecctcta 38040
gagatgagaa agaaacatgt aaagaaataa aataataata atttttaaaa ttcttttgga 38100
ttaaaacttt aacataaagt tagatttatt taccaatacc atagatttgt aaacaatact 38160
tagatacaat gatgctgtat ggtatagtgg tagttttata tgtgatatta tatagtgtgt 38220
tatataatat gtaataaaac acaggcatat actttgacag cctttaagtt tctttaaaaa 38280
aagctttgga aattaaagtc tgaattaaat tgcatattgt gaatttattt tcatgtcce 38338
<210> SEQ ID NO 23
<211> LENGTH: 35669
<212> TYPE: DNA
<213> ORGANISM: Mus musculus
<400> SEQUENCE: 23
cttecttect teocttectte ctteocttect tecttectte tttectceceet ctetcetecct 60
cceteectee cttecttttt tecctcecate ctttctaaaa taaggaagtg ttttetttgt 120
cecttggatt ccaaagectcce tgtcacccag ggaagctcag tcecectgget tccaggette 180
tgggagagga ctgctggttt gtgcttgege tgcacagegyg gaggccacag gaggcegactg 240
ggaggcagac acaatcaatc caggggtgga gaagggagaa ggcagggcga ccggegcegeg 300
ttececeggget cgtgaccget ggcggeccceg ggaatccacyg cccacacact cttgcagaga 360
tggcaggcag cgaagacaag ctcgtegtgg geactcteca cctgetgeta ctgcaggcga 420
cegtectgte tetgacaget gggaatctga gtetggtete cgetgectgyg acgcaggaga 480
aggtgagggg ccactgctgce gttctgaact tgagtggegt tggagggtge caggacctgg 540
gactcggeca ccttetettg gactageggg aggcgggtca gggatgetgt ceccectgete 600
aggcaccaag tcctcaccca actcctggga accagtgcte tctctcccaa gtcetgggege 660
cagggcetggt ctceggggetyg cgctagtgte gectggggge tgagtgatgt caccegecte 720
cetttggetyg cgctetgatyg gggggtggtyg gtgctgetga taggcacagyg aagtatgtcet 780
cgetggetgt gcaagaacag ggacatgggg gegecactge ccaatcgega cccgegaget 840
cegegetecee cgegettget cctggatgece tagaccgege gtectaggggt gtcecccatgg 900
atgcccaact acagcattca aggatgctac atggggattg agtttcctgg tggactcage 960
gccagcatat tgttaaatat ttaaaagaga cgcacgctgt tttcagataa atgaattcag 1020
ttgtggaaat ctcatttaag gaattcagaa taaaaatgat ttgccaagtc getttgtgtg 1080
aagaaaatag attcacaatt acttcctttt cttgtgcaac agttttgaaa tcatgaaatt 1140
gctacgagcet gtgcaaacga tgacggtttg ggaataaaat ggcatgtctt taaagaaact 1200
aggaaaagca tcagtctagg gatagaacct tgcgcgcgac attactaaac aagtacttta 1260
agtgctttta gecgtttctge acgtccaaca tgctcattcce cagctagttt catgcactag 1320
tgtatgaatg gcccacttca ggtgagctca agcatagcca acttcectttte aggactcaca 1380
acagatcccce atttacacgg ggagtctgga gtgggtgtgg gaagtcaaca ccgtacaact 1440
tcagtctecte cagaatgagt caaacggctt cccccagagg ctgggaagta cttctcaagce 1500
cgttgagtag aatcctctece tgcactgett tggggtacct gggaggtcaa gcaccgagaa 1560
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gggactttaa aaccagagtg tcgcacaagg ccaaatgtgt ctttaaaacg tattttaatg 1620
gatgagaaat attgtcaggg gctgagctcc actcggggte tgtctgtggg caggtgtage 1680
agccagggtt gtttctaggt gggagaacat cctgtgattc tttttcttta agagaaaatt 1740
tcetttttat tgattcgtet ctcatatatt aatccctact gecaatttcece ctecectetge 1800
tceectettt cecttetggat tcecactctcte ctecacctet cctcagaaaa gagcaggect 1860
cctagggatg ttaaccaaac aggacgttac aacctacatt aggaccaggc acacattctce 1920
acatcaaggc tggatgaggc aacccagtaa tgggaagagg gtcccaaagt caggcaaaag 1980
aatcggagac agctcecctgcet cccactgtta ggaatccccce aagaacacca ggctacataa 2040
ctgtaacatg tatgtggagg acccaggtca gactcctaca ggctctctga tcectctgaacce 2100
cacttgagtt ctggtcagtt gattccgaga gccgtgttet tgtggtattce tcaaaatgtt 2160
ttaaactaaa ttcagattta acttttgaga aatgtcttaa gaagcttcta acagttgttt 2220
tactgggaaa acaaacactc tcaaatggca ggagtggatg acagtcagcc atgacgtctce 2280
tcagttaata gctcctectg ctttectagt tttaaaggtce tccataaagt cttcectgggca 2340
gccagctaca ctttacagce tgggagatga atcagcctat actcaaatgt gccttcectge 2400
cttttatgac atttgactgt tttaatcaga caaggcacag tcttggtata ctggtctgcece 2460
aacaggagaa gtacgataac gagagcatca gttctgaaat ccattgcctt gtttagaaat 2520
agaggcgtgt ctcttggagt agcatccgct gtgtgaaagce acatcgaccce tagtttatgg 2580
ctgtcgttag aaccacgctt cagtgattcg aagcctagaa accattcata gaaacaaatg 2640
actacacctc cgacggggcc cacgtatgtg tgtatgcgga agggtgttga cacgaaggta 2700
ccagttgtca gatagataga accacgtcat gtgaatctca cggtaccggg aaagagtgtg 2760
cttatcgcca tttataaagt ggaaatcagg aaccctggtce ttcccagtte tgctttattt 2820
tctecttttt taaaggtaga taaatgctgg ctggctgagg aagagtgtct agctagccca 2880
ggagtgtgtyg cgtgtgtgcg tgtgtgegtg tgtgtgtgtg cgegtgtgtg tgaatgtatg 2940
tgtgggatct atatgttagg gggcatcatt tcttcccaca cccccagatt cctagttect 3000
tggcctetet cttecagttt tegagttate attatgcetga aagttgatct gtatctggtt 3060
actgtcectg atctatctat ctatctatct atctatctat ctatctatct atctatctat 3120
ctatctattt atttctggtt tagtggtatt tatttattta tttctggttt agtggttttg 3180
ttttttettt cccttttaaa tcectcattaaa tcagctctece tttagatgag aactgctggce 3240
tgtcgagacg ctgcctacat ttgaaaagga atgttagcectc cgctgagcta aacagtgcag 3300
cttcacttgt catgttctag ttgtgaaggt agcatgtact cactctagaa aggttcaaaa 3360
acacagaaca atgtattcta aaaaaaaaaa agaaaaaaaa aaggacacca cctacaatct 3420
cattttccag ataattcctt ttaatctttt tgggtcttet tattgccage tcecccatgtac 3480
acacacacac acacacacac acacacacac acacacacgc acacacacag atttatagag 3540
atgagtaatg atgattgaat ttcagcttgt tatagggact gaatgagttt gtaaaacagc 3600
acagtgtcta gcttacattg aaggctcaat gcatgttaat tattgaaaaa taagcataca 3660
ttagtatttt gcagtcagca ctgcacatgc agtttaatat gattaatagt gtcatgaatc 3720
gtaccataag ccggtaaaat cccctgaaaa cataacttga tgattgcaaa actatcatca 3780
gttgatgatt tatttcttca tcttgaacat tgaggttgct agcaaatctc tatcaataaa 3840
gctgagacat aatgtatttt gacgggaaga attttccctt actgtgacaa tgttgaagga 3900
ggaaaattca agtcgcatta gaggtggaga ggcaaagact cggaagggcc caggagaget 3960
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gtaaacagtt atctgcgaca cttcacgttt ctctggtttt gaaccacttg ctattccaaa 4020
tgtccataag atttcccect ctcectacctca cteggccace cagccacctg tgagtggaaa 4080
gaggcgacte caaggcaggg acagagaggc tcgtgaagac ctctagggca ggaaaaaagce 4140
caactgtcat cttgaaatct ctactatcct gtggtttaga aacagtgaca cccattttac 4200
acattagggc acttttcttec gacgtaactg ttcaatgagg agctggggte tcetcectgttgt 4260
acttceccectet cggcectgat ttttaagaag cgagcectgtg tgcactggac agaaaggcag 4320
aatcttggtc agtttccagt tecttteccgt gctgtgtetg tgctgaccat ggcttgcaca 4380
catttcagtc actgctggca gagtggaact tgcaggtagc aaaagtttaa tctgaggact 4440
gtctggaatg ttcataaagg aagcttggat cagctgcatt tcectgcaatgg tctecccttac 4500
aggcagtgtt ttggcctcecte catttcegect gcaggcaagg ccgcectctece aaattatgta 4560
atgaaatgcce tgggccgtgt gattagacag gagatgcttc aggatatctg gttcacaggt 4620
ttgtttcage tgattcttgt cacctggagc agacttcatt gtcctttctg cctggatgaa 4680
aagacaaggc cctgggtgta acagagcctt gttectetga gaacgttggce accagcagaa 4740
atggctgaag tacctttcaa ttgaaatgca cctagagcaa gcctgggatt tacacttgece 4800
cttggecettt attctgtttt gttttgtttg tttggggcca gagtatcact ataccgcecgt 4860
gttgtagggc tggagctcac tgtgtagatc aggctggctt cagacttggg gtgattctcece 4920
tgtctetgge tectcatgtge tgggaatcac gggtgtgcac ccccacattce agecttceggca 4980
ctgttttggg gccaggtact gtecctctgag cctatcctte ccacttcectgt cttactcatt 5040
cctgttttga aacaggtttt gtacttagtg agttctgaga gtaagagccc tttacttcag 5100
tggttttcaa ccttecctaag getgtgacce cttgataccg ttcectcatgt cgtggtgact 5160
cccaagcata aaattatttt cgtcactact tcataactgt aattttcctt ttattttgag 5220
ttgtaattca gatatctgat acacagatga tcttaggtga cccctttgaa aaggtcaatt 5280
gaacctccag actggggtcg agacccaggt tgagaaacac tgcctgtaaa ttgactgtat 5340
gctgtttage atatgcaagce tgtatgettt tcectgtaagag ctttttgtga atcaaggggce 5400
ttgtacaact gaatttagtt gctctgcttt caatactcectt cactaactag gaagtttgat 5460
atttctgtga tttttcagat ctggtccaga aagaaggggg aaggaactct ttattgaagt 5520
gcacttatga aatcaaccat ttttgttgtt tagctcagga ggttgaagag cagatagtgce 5580
ttattcaaaa gcacccgtgg gtcectgtecge ttcactcact atcagctact aagaatttaa 5640
aaaatgtcct ttgacatgtt gctttcagac acagtatctt ttgctgctgg agactgtgat 5700
acttagatac cgttcaccaa tttgacaaga ctctagaacc acccaggaga cagccctctg 5760
tgcacgtctg tgggagactt tctagattgg gttaaagagg tgggaagaca catcctccac 5820
gtgcataggc tagagtctca gttaagatgg ctaaatggca aaaagaagca aggtagcagce 5880
agccatecget ctctgectec gaactgaact gcgectgtacce atgagcaget gtctcattta 5940
tcgectgtget ctatgcacat ttactttgta tcaaagagcc ttcaaactga gcaaactgaa 6000
cctttecttt cttaaactgt gattgaatgg cactgtgccce cagcaacttg ggaaggagca 6060
aatagagaga tcatgaaggc tgatttattt cattcttget tttctgaagt cttgtgagat 6120
tttccaagtt cctgtaaagc atgtatttaa acatgacttt gatttccttt cactgtggac 6180
atgaagaaca cagcccacag tgactaggtt ggctctgggg ttggcacagt gggcagcgaa 6240
taggaaagaa gccatcgata aaatagttgt gtaagagaga atagtaattc atttatttat 6300



109

US 9,462,793 B2

110

-continued
gcagtgtggg tagaaggagg aatatgaaag ggtatcttgc tggagtcagt tccttcectac 6360
aatagagaat ctggggattg gactcgggct tcaacagtga atacctttaa ccacagagac 6420
acatcgtgcce cctgaaacag attctgacat gaaagtttac atctgtcatc attactgcecce 6480
tgggccaagce caaggagctg tcagttgtct gaagcattgt gcagaagttt aaaagaagca 6540
aagctgacaa gcacggaact aggatgtccce cttgcaacag gcagccacct ggaaccaggce 6600
catgtcttgt ccccttgtge caggcagcca catgtctett ctggectttta tgcctgtcta 6660
tgaattcagc tagtttagta tttacgaaga cagaggtgtg actcttacgc ctttattata 6720
taaacacgtt tatagctgca gaagttttag aaaaatactt agtttgtctc tccattactt 6780
gaaattaccc agtagttacc aggtgctcaa tgtgagccac acccctgecga ctetggagag 6840
aggcaggaaa ctgggagagg gttctagctt tcctggaget cctgacttat gtgaaataca 6900
gatatgaaac acgacacccg agaacagtct tcaggcagga gcatgaagaa gacaggcatt 6960
ttgaaggtga agagacacgg aaacagtttg aagggcagac tgcattgctg aggtgccgag 7020
accctaagga gtagatctca aagtggctgg gtgctagggt gaccaaagtg ggatgaatgg 7080
gagcctgcecag ctcatgetgg ggcttgcaag gcagtgggag agacacacag gcatttgttg 7140
ggaaggaaca accatgcaga tcccecccttte tgcccccatt tactttgget cacacttcac 7200
acttttttce cctttagatt cagctttctt gttcaaatge tgtttaattce taacacgagg 7260
acttagacat tggaggcact aaggaattta aaggcttcag tagaagtttg tttagaaaat 7320
atatctatct gttgcatagg gctacataag gccatttcecca tgcaagtgtg taatatactt 7380
taagcatagt ctacctcegg tgctctgcaa gtgttcecctece cagacacact cagagacccce 7440
tttgctecte cttecteecee ccteccectg tttggtttee actctcatgg catgtcatcet 7500
tatgagttta tgtctatggt ttctagtcaa atctgttttt ccccagggaa cgacatttga 7560
aagaaatata cttcttaatg tgtgtctgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtce 7620
tgtgtgtgtg tatgtatgta tgtatgtatg tgtgtgtgtg tgtgtgtgtg tgtgtaccat 7680
tgcacctatg tggagctcag aggacaacat gcaggagatg gttttctcct tcecaccatgt 7740
gggttcaagg gattgaactt aggttcccaa gacttgacag tagctgtctg tacccattgt 7800
gtcatctecee tgtccecctag aaatatgett taaagtgtat tattcccaag aacaaaacca 7860
aaaccttaat acattcagtt acggtatcaa tattcaagag taaagcagaa gtgaggaaat 7920
gaagcagaac actgaatgct gggttagaaa tcctcecctgec gggatttact ttacgtattt 7980
acctttaact ctctaccgtt ggtttttaca gacctcagtt cccattggtg gaggtcaggg 8040
ggttggacta gttatctcta agtgacatat ccaggtctca cattctatac tagtttactg 8100
tacgatgggg gaaattagca ccctgggtat ttactaggca atctgtatge tttggctegt 8160
ttagtcctaa gtaccttegg gtgcaggtac tatcacctcecce atttttcaga caaggaaatg 8220
gagccttgat aaggttaagt aacatagcca gagttactgce tagtggtggg tgctaagttg 8280
aaaggctgta tctgatccaa tagcctgtge tctttgcatg ataaacactg gagagaaaca 8340
ctgcgttatt tcaaagtcta gagggatcta agcaacgagg cagcagcagt cagtatttct 8400
acagtgtttc attagccgtg tgggtggttc atgtggagtg aattacctgce atgattattt 8460
aatgtatcca gtaaacacta atcctggaag gaactgcagg atgggcggag tctcccaatt 8520
tctgttttge attccaaaga atgtccectac caccgttete ctcattctee ttagggaaga 8580
actggtttga gcaaccattc atttcccttt gagcagaagt gccacaatcce ctaggagtgt 8640
ctgatgaact tgtaatgaat ggctgattca tcattttggg tgtcctaaga caagttcagc 8700
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atgtgtaagg tcatattcag gatacacatt tgaacattag gtctactgag cttttaaagt 8760
tttattttaa tatgtaaatg tactaaagag tattaaaacc ttaatagact ataagataat 8820
taggttgatg atggaaaaga gttcctattt agccagettt acaattgtca gactcacatt 8880
gagaggggca tcattcatce cgggtacaca ctgatagaaa ttgagggcca ggaagaaggce 8940
tcagtgcgta aaagtgcttg ctgtgcaaac atgaggacat gagtttgaac cctcagaatc 9000
catgcaagag ccaggcagag tgtgagagat gagagattga gacaggaaaa gccccaaagt 9060
gtgtaggcat cgagcctggt atcattttgt ttttaaggcc tgtttttatt ttatattatg 9120
tatatcctce ttaggcttac tatggctggg atgaaacatc atgaccaaag cagcttgggg 9180
agggaggaaa gggtttattt aagcttatac tttcaggtga cagtccatca ctgagggata 9240
gtcagggcag gaacttaaac atggcaggag ctgatgcaga ggccttggag ggatgctget 9300
tactggctcg ctcecettgtgg cttgctcage ctgcectttett atagaaccta gaaccaccag 9360
caaaaggatg gcaccaccta taataggctg ggcccttecce cagcaatccce taattacaaa 9420
aatgtcctge aggcttgect acagcectgat cttgtggagg cattttccca gttggggggg 9480
ttecctectet cagataacte tagettgtgt caagttgaca taaaatcagce cagcacccca 9540
gcacttggga ggcagaggca ggtagatttc tgagttcgag gccagcctgg tctacagagt 9600
gagttccagyg acagccaggg ctacacagag aaaccctgte tcgaaaaaca aacaacaaca 9660
acaacaacaa caaaatcagc cagcacaatg tatgtgtgtg cattctgtct gcatgtatgce 9720
ctgtaccatt agtgtgcctg atacatacag aaaccagaag aaggcattgg gtcctgccag 9780
aactgaaggt ttagacgctt ataagccacc atataggtgc tgggaattaa aaccttgtct 9840
tctataagag cagccagtgce tettctette agccccaaga atgaaattta aaatattcta 9900
gtatctacat taagaggtta aggttggaat taattttaac aaatatttca cttatagcat 9960
agtaaaaact gtttcatcac atacccagag aaatataaat gacataattc tatttttata 10020
aaaaggtctt taaaagtgat gtattttcca gatgtggtgg tacacgcttt taatcccaga 10080
gcttggtaga tggaggccag cctggtctac ataatgcact ccagatcagc caaggacaca 10140
cagtgagaca ttgtctcaaa aaacaaaaac aaaaacaaaa acaaaaacaa atccaaacgc 10200
cccaaacctg gtgtatacat tgcacttgaa gcacacctcg attttctact tttcaagtcect 10260
taatagtcac aaatggctcg tagtctecctg tactggacag tgcagatcta gaacaactag 10320
agaactggct gacgtcatgg cgtctgcaca tggcagctgg aggtcttget taggectcce 10380
tgccttgeecg ttcectgaagtyg cctcectetgee tgttataaaa cagctctact gacagtgtgt 10440
ttetttgetyg tecttcagett tttaaatatt acattttcett cagataataa tctcaaaatt 10500
gttatgttgt tgttgttatg ttgttgtttt gacatagggt tctattgcgg taaatctcca 10560
acccaattat gecctggcaat gaaaacaaaa ctcaattaat atgattacat gctgtgagcecce 10620
tagattgggc agatctactg ctacactacc atcttccaca tgagaccccg tagaacttge 10680
ggtttcteca ggccatgtge ttetgctetg cttttettet tettettett cttettette 10740
ttcttettet tettetteott cttettette ttettettet tottettett cttettette 10800
ttctteetet tectettect cttectette ctettectet tectettect cttectette 10860
ctcttecetet tectettect cttectette ctettectet tectettect cttectette 10920
ctcttecetet tectetteoct cttectette ctettectet tectettect cttectette 10980
ctcttecetet tectectect cctectecte ctectectee tectectect cctectecte 11040
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ctecctectee tectectetyg catcectetee ctettcecatt ttetecttet ctecctecce 11100
tcaccttttg ctccacctte ccatcatcag ctcttcttta ttttacaaat taaggtggga 11160
agcaggttta caggaaatca cctgagtgct gactcattce tggttggaag acactcccag 11220
gagaatggac ttaacatcaa atataattag ctccagggct ctccacaaca gggttcctet 11280
gtgtagtcca ggctggcgct gaacttgtaa ttttcatgec tcectgectect cagtgttggt 11340
actctgtata gttgttatta attttttaaa ttacgtgtgt gtgtgtgtgt gtgtgtgtgt 11400
gtgtgtgtgt gtgtgtatac cttggtgtat gtgtggagga caatttgcta gagtcagttc 11460
tcttecttaca ccatgtaggt cccagagata gaactcagct cttcaaactt gttggcaagt 11520
gctcatccac tgagccattt caccagccca gaactgttat ttttaaacct cagttttaca 11580
aaacaattat tcagaaaatt tatctgaagt tacaccagtt gtgtgactta ccatgaaagc 11640
atactttcaa ttttgttttt caaacaagct gccaaaatct agacatttca aggggacaat 11700
tttatagttg agccctttac ctcatatgac ataaaccttce tcctttattt tgaagttttt 11760
ttttttgttt ttttttttgt tgttgttttt tttgagacag gatttctctg tatageccctg 11820
gctgtectgg aactcacttt gtagaccagg gtggcctcga actcagaaat atacctgect 11880
ctgcctecca agtgctggga ttaaaggcgt gcgccaccat gecccggctat tttgaagttt 11940
ttaaagccac taatcacaaa tgtaccatgc taagtcttaa acacatacaa ttggagctaa 12000
gtacttttta tttgatcaca gaaccaccac caaccagcac atttgaattc ttcatctctt 12060
cagcaagttg cagaaggcac tagcatttct gaaatgtggc aaaacgactt gagaccattg 12120
ctgatagaac gatatcctgg atcgcccgga agctattcectg ctcecggcaggt gaggaagaac 12180
agagttcaca cctaaaggtt ttaaatactt tgctttcecct tgagggatga gatggtgget 12240
aaagttctga gtcatgtata acattatctc actacacact accagaggta accaagaaag 12300
acatacacct gagagtaagt gtctattttg agttgattgce tacacattta ctgaaaatca 12360
gtttatgttt atgtgtgaca tcattgtcct gactatagca gcaataattc aggatactaa 12420
ggccccaate ttggtcactt caaggacaca ttcctagctt actaaccatt ttttgtgacce 12480
cctagaatcc aaacttcaac agcttttcac agtgcttget tagcagttcce agggcaagtg 12540
tgagtcaccg aactgtcage ctttttecte ttgagggaaa ttgttttcett ggctgaggee 12600
aatgattagc ttctgtctac agttgagctt ctcagacatc tactttgacc cacagtaaaa 12660
acatggtgga ttttacagac aaggatgttt aacaatgtat ttagctgcaa tgaaagtttt 12720
tggaaaaact actcattgtt attatctgta atttatttag atattgtaag ttctattttt 12780
atttccaggt ttattgattt taccactgct gtttggagga cagtgatgta gagggaagct 12840
ataagatggg ctagactttg aatttctttg tcaatctgce tgagcaacac gaaatcttac 12900
ctctcaatgt ctgctttttt ccaaactaat ctcattcaag ggggagcttg ggaaggaata 12960
ggaccggect ctcaaagcect cttectaaat attctacttg ctcaacttcce tagacaaaaa 13020
cattggcaac tactgctgtg tctagagaga cctgcatgct tcatctatge agctcacage 13080
tcttattttt ctactgtgta gcectctgccct gcaagtgtac ccttgacaga tgtgtgtgtt 13140
ggcttttttt agcctecctte tteccatctg aatagectcecet cagatgaggce ctgttgtggt 13200
gagtttagcet aactgttctg tgctcccgac aggtcgcaca tgtgcaccca cccaagagcet 13260
atctggattt gtgaatggaa gacagacaga cagacagaca gacagacaga cacacacaca 13320
cacacacact caccccagtt aattttaaat gccttgacta gcttaatggce tgagcatttce 13380
taatccttcece cactgctage aaacactcct ctecctgtact cctgagttaa caacttttaa 13440
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agtctatatt tcatctctgce taccccaaca catttgggga agtgggtcat gtggcecactt 13500
tccatgatte tcatatgtca gtgggecttt gggtctggte tttectcectte cccatcaagg 13560
tgatttectge cctttectet cteccaatcet ctagtctggg caaatctaaa ggtctggttt 13620
cagtccactt gcccaggcat tggctgttgg ctcectttattg attgatcaaa agaccagttg 13680
gggacaagga ccttcagtat ttggacacac agatttccga tttgaggggc gaggttaatt 13740
caaagcatta gaaccaatcc ccaacaaagc tctaacaaac ttggttattt tagccttcag 13800
aaacattgag gaatggtgat gaggaggagg ggaaggaaga agaggaaggg gaggaggagg 13860
gagggggagg aggaaaaggg ggaggatgat ggtggtggcec aacttccatc ctttectage 13920
tcecttectt cttttettte tttttattca tatatgtttt tttgataaac agtatcactce 13980
tacaacccag gctggcctag aacttaccat gtagcccagg gtagecttaa acttgaggtg 14040
ttecttgtgt ttgattctet caggatgtag ggttgcagtt gtgaattacc atgcctggat 14100
atccatcctg gatggtcaac tttcggacag cacataatag cacatttagt ttccacaaca 14160
atgctacatt cctatcccaa tatacttatt taaagagatc caaggcttag ttatctgaat 14220
taatttattt gcagttatgt gtgttatagc agtttgaact cagttctact tgattttcta 14280
atcactagag atttgagaga aattagatca aggataaatg aagctaatag cttcagctct 14340
gcatcttecee atggcacact ggagagtgag gtacacaata tttattgcac agttttccca 14400
aggccccatg ttctaagaat tttcttgaaa gtttcagaat gtttgettect caaagtccte 14460
agctcacctg gaaacaatcc gggctatgat acttgatcca acctttccca ttttettact 14520
ctgttggctc agaaggctat ttacatgcag atacacatat gcatacatga ggcccaagtt 14580
ccttattecct aaaaggccat aaacatagtg aacattgttg aaactttgtc ttctatggat 14640
atatagcata atcagtatat aggtattgtt atgatttaaa agatatacat tcagtggctg 14700
gagaaatggc tcaacagtta agagagcata ttgctcttgce agaggaccac agtctggttce 14760
ctagcaccca tactgagtgg ttcacaactg cttgtaactc tagctctaga gaaactcaac 14820
acctctggece tcacatgcac acactcatac acagacgcat gcatacacaa aataaaaaaa 14880
aaacttttta aatgttcgaa gataaatatc cacataatga ccaagtctac aatagcattg 14940
accactgtct tgaaggggta gaagcaaagg ggaaatgtat tgacagtatt ttagaatgtg 15000
ttaggcecta ggcaggactg cctgtatgtg gcctgactga tgtggtggta gatgataaca 15060
ggataatcat gttagaaatt ttatttaacc ctggccctta tgggagagct ggccctgcece 15120
ccecccaacaa cctttggtte tettaagtta tggecttetgg ggagggatac aggcagagaa 15180
agactcatcc tccectgggt tgctggccac tgggaatctg accctatccce ggtgagaata 15240
tggctaacac aacatggacg tgctttttce tctttttgat aagaataaat aaattataaa 15300
ataaataata cgaaagaaat tttacctaag agattcagtc ttattatttt taataagaaa 15360
attgctatca ctaatctaga atgatgtccc ttaagttgtg gaagagaaaa ggctccttca 15420
tttgaaaatg aaaaagagac aattattatg aggggaccat actcagggtt ttacatcgat 15480
gtaaaactca agtaggatca cagcctttca ttcagagcca aatttaagca gccccaataa 15540
caaaaattgt tccccttagg cctcecttggga actaggtcag gtactctgta gttcacagag 15600
acacgcagtc atgacttaag aagacttttg gctctggaat cctgaggact tgatccaaag 15660
tcaagttgta ggttgacttt gcagtcacag ggtagatgca tatctctatg agtgettttg 15720
gagagaaagt atttttggac agatgtgtct taaaatttac acttatgacc cttgagcaac 15780



117

US 9,462,793 B2

118

-continued
aaagcccaaa gtgactattg aatttaaatt ttgatctaaa gaaataactt atttattaaa 15840
aaaatatatt gaaggcattc acttgtgggc atttcagtga tttccagtgt agacatagaa 15900
agtaaactga gtcacaagga tggcaaattt tcatgaggga cagtcaagat ccttttctag 15960
gagagacaag ctagagaaat cagggatgca cagagtgtgg aaagtcaaaa ctgaatttct 16020
gtgaaaggta tgtaggtatt gttattgttg gtgtacagtt accaatggag aaccctgtgt 16080
ggagtatggt cagcttggat ccccagagec ttgtgtagag atagtctaga aaagagttaa 16140
ctggaaaaag tggcagggcc aggaccctca caacagtgca tttgcagatt tagttgcaca 16200
cactggagag tctacttccc cagagcaatc ctgatctgcg gctgacagca ccatttctca 16260
gatacccaaa attagaattt acgcataacc ccatcacacc taggaccaag tactaacgtt 16320
accccagaat agcttcectet actgectcac ccagaatcag aatgccaaat ggtagtctcet 16380
ctagcctgac ccctcatcac gectggaggce ccaacctttg atccctcecgga gtcaagegtg 16440
aactgctgct tagactttag gaatattgtg ataaaaagca gtggtttggg aaatctcecctt 16500
cagagcctte tggtggagac atggagccta aataaatctg aaagctcaag acaccactga 16560
gtactggtgt cctaatttca tcctggttac taagataaat gaaaatattt attttgtata 16620
caaaaaggtt acttcagaga cagctgtttg gggctcttgg tgatatcttt cgtggaagtce 16680
agtatacata ggaatgttag gagtcattgc ccagggtggg ggaattgagt tgaggaatga 16740
ggttctgggt gaaacttctg cacaatgcta gcagataacc ttcaacagat cctttaaaat 16800
ctcagtgcat ctccectgget accatceggtg gtaagaagce attttatgga gcagtttatce 16860
atctggactc cagatgtgct ggagttaaac aaagtctagg gataactcat ttttttatct 16920
tctttagaaa acctcgtegt agatgcacag cgatctcect cgatagtgaa acaatgaacg 16980
atctgtgtca tgtgatttta tgtatcctca tcacattaac tcccatttte tgctacagte 17040
aattcaagtt ccctgcggta gaacactgtg aacaaaagca cagtatagga cttgtgggga 17100
ataacaaaat aagggagctg gttgtggaaa ggctctaagce gtttcecttttg atgaatagaa 17160
aaagagcatg tctgtagagt agcagctgta aagcaaggta agggatgcag agcgctgtcet 17220
gggttaaagt ctaccagcca cacacaacaa agggatctgt ctatttggct ttctcagggt 17280
cgatggtgtg ccgcagagcc tccacccact ctgtgtaagt ttcececctcete cttggaagee 17340
tcetgetgga atttgtgcaa agctctetgg gecctgtgtgt catgttacat cagcaggctg 17400
taggccacac aagacttggc cagaatagaa aatcctgtat ttctttggga ggaacaaaac 17460
cctececattt gtttceccaget attgtgagtt atttgctcat ttatctcaag gtccctectg 17520
tctagatgtt aatggtggga caaactgtca gtgattctaa tggctcattt gtgatctgag 17580
gtttaggaat gtgttttaat aaggcacctt acaaagatgg aaacaacact ggagggaaac 17640
aaagaaatgg agtgaggaac aagtccaagg aaaaataagg acaggaaaaa aagagcagag 17700
tgagacagtg tcaagctcat tccaaacttc tcaggtcaca cattttacat ccctaaggaa 17760
gacactgtca gtctctgtca tggtgggcct ttctteccga ttectgctac tgtecccatg 17820
ctgcctagaa ggtccaatgt gtccatgagg cagtgctgag agatttctcect gagcttcaga 17880
tctggaccta ccttggatac aaaatgaaag ctgggatgag agttgcttat tgattcttac 17940
tgtgggtagg gtctgaccgt atacccatct atccgttget atggggactt tccctacage 18000
cctcagtagg tgggtgctca tatgtttccce ctactactct ggaagcattt cagggcttgg 18060
agagcattct gtgcacttgg cacacgtgca catacgccca cagctgccat ttgtgattcet 18120
tcgaaagctt ggagtggagg tttacagatc tgctatgcett actttctcaa agagagcacc 18180
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ccggcettgtt acaaatgtta gaagtagtct ttaggggcge tgagctgaac ttgctecctg 18240
agctgtagat gtgcccatga cagattgtta agtaaagtag gctgctttecce ctgcaaaaga 18300
acacactcct ctttcaaata tacgcgettg tatgctggtg aggtttgcac aatcaaagag 18360
aagtctgtag aaagatcccc atcaggttgce tagtgttggt aaatattgac aactgaacgg 18420
gatgaataag taggcgaaag gttaggactg ggggagacta gtctctcecctt tcaacgagaa 18480
gctgctacta actaaaaata acaactagta gtaacgttat tactatcagt aaacatgcaa 18540
ggcatgtcetg ccgttaatce tagtgcttgg aatgaggagg aaggaggatt accataaatt 18600
ctgtgctage ctggggcctg atcatgccge catttttcag tccagectgg cctgaatgtt 18660
gttccaacag cagcaaaaga aggcatcaca ttcgagatgt agagacacag ctaaccaatg 18720
aaaaccattt tttgtttgtt tgtttgttta tttgtttttt gctcagcaca tcatgcaacg 18780
aattcagaga cttcaggctg agtgggtcgt ggaagttgac accttcctga gtaggactcc 18840
ctatggctat cggtccttcect caaatatcat cagcactctt aacccggaag cgaaacgaca 18900
cctggtecte gectgccact acgactccaa atattttect cgatgggaca gcagagtgtt 18960
tgtgggagcce acggattcag ctgtgccatg tgcaatgatg ttggaacttg cccgtgectt 19020
agacaagaaa ctccattcct tgaaggtatc tgctctectte ttgttgactc ctagggtaaa 19080
acaataaaca aacaaacaaa caaacaaaca aagacagcat caactccatg aatttgggaa 19140
tcettggagt ggggaggtca tttggaaagce aaaactttgg ggtgcacttc aaaataattt 19200
gttaaaaaat atgaaatgga ggaagtatta tttggaagag cacatgattt aaagtatcta 19260
ccatgggcaa taattcacag atagataagg gtgggttcat taactgatat atattcatac 19320
ctggttatat attaaattgg gaataacttt tttttttttt gcaaataatg aaataagagg 19380
gaagctggtyg atggcatatg tgtgtggatt atgttttcta tcaagtcatg cttacttcett 19440
gtttacacag ctgagaaaca tcatcacctc ctgctgggag agaggtgggc tctggagttg 19500
ggggggtgca ttatgggaga tcttcagtgt gtggggaatt cagatatacc aagatgaaaa 19560
gcagaagtgt gctatggttg tagctgtgaa tcagggctca gttttacaca gtgtagcaga 19620
gcttetgtta tgcctgcage tcagaatgeg tttgggacte ccaggtttga tttetgtcecte 19680
tgtgttcectta agggtgcacg gggtagggtg ggggtaagtyg ggagggaaat gctagcectag 19740
atgaggacat tttattctga tactgctcat aaccaagtaa acatgacaaa gtgaatacaa 19800
aaacttggtt cacaggcaac aaatgcctcce ccactageccg ggectttagt ttttgataca 19860
ataagtgtaa agaaatgaag ggtttatctt gtaatggaag taatagagat atgtgcttct 19920
gtttttgctyg gatatgctga atttgaagaa agcaaggatt gtttgtaccc ccttaatatc 19980
cttttcacag ctgtgttgtt tttctgagcce ttctgggatg getttgttte aggccecctgece 20040
ctgctttgaa ctggtaacca ttcctgaggg aattcacaag ccggcatgcce cttttggtgt 20100
tttatactta acgttcctaa cagaaagaca tgggcgggcg aggcgagact taaagacaca 20160
tttctgettyg tcacaaataa atgtactgct ccaaatgaga cagcacagcc acggagcaag 20220
aggtggaacc agagtgcttg gtaccaaagc attctgcgca tgcccaaagce agagagatgce 20280
cttcecgacca agcccggcca gagacctttt gttcatgtece aaggtagaga caataagagg 20340
tagttttcat ttccttcagg cataaggcca cacggatcte actgaaaagt cagcagtcag 20400
atgacaccta aaggtagcga aatgacttac attcattcat tccattctca gcattaattt 20460
atttagactc ctgtgaatac tgattcgaag tcccttgtgg caagectgcte ttttgtttet 20520
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ttttacagct ggcaggaaaa taatcatggt ctgcaacttt tactaattta gctttatacc 20580
tggacaccag gaggatcttt gcggcectgge agttttagta tttttetttt cagtgattgg 20640
gttgaagcca aggcctcecctg catgtaggta aatgttgtat tgctgtceccta caaccccage 20700
catatatata tatgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg 20760
tgtgtgtatg tatatatata catatatata tatgtgtgtg tgtgtgtgta tgtatgtata 20820
tgtatataca taaaaattta taatttatgt attataaaat atatttatat ttttgtatta 20880
tttatatttt atgtatataa atatatttat attttataat tatatgtata tacatatata 20940
taaaatttta aggcagtatc taaataagtt ggttaggctg gcctcttggt agtctaaaaa 21000
agctttgaac ttgcaatctt cctttagcect tctaagtage tgggattaca ggaatgtgcecce 21060
accaagatgg ctttgaaggt ttggttgatg atattataaa ggctcagcta ttatggaatc 21120
caaagtatca aatttcgtaa tctatttggg aggcattcaa ggctagccta atttagatta 21180
gagtttcaag ccagccaggg atacaaaaca aaacaatcca caaagagaca aactgttcaa 21240
acccctaatt tetcettttat ctggtaccac tctaaagcaa cagggaaact ctgtetttga 21300
agaaactagc ggatgtgtgt tagtgggaaa cacaatatgg agacaagtgg atgtcacagc 21360
aaagtggaga gaagttagtt aaatgggaat ccttcagaaa gtacaggata gtctcttgac 21420
aatatcctaa ggggaggtag ttagaggatt gacacattag gaaggcagaa gagaggcggt 21480
gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtatacacag 21540
atgtgtataa gaaacgtatg gatgtataga ttttgaatcc atgccaggca gggaggtgag 21600
cattctgctg gectctcagga aattctaaaa gaaattaaac agagggtatt ttggacttgg 21660
gaggacaagc tttaaagaag ggtgatgagg aaccctaggg agatcaaggg gattaggtaa 21720
atatcatgtt ggacagtggg gtcttcaggc tttcectteccat tecctagcacce agaaagccag 21780
tagcagacat aggactggag aatctgtgtc cagagaatgc agatgccaca gacaaggatg 21840
ccaagggaga catttggcaa ccttaaatga gaacactgaa tagacaccag attgctctaa 21900
agtgactaca ttagagccaa ccaatttgtg tcttcagtga acattttagt accttgttct 21960
tcagtacaaa caaataccag gcgtggtcag ctattggagt atagtttcca ttgtggaaga 22020
aaaactaatt atgcaaattg aaacatgaag ttggaggggt agggtagata ctgccagggc 22080
agcagaagat agcgtgatgc tattttaaaa tccttagaga tgagagaact tgtattcata 22140
aaataaagca gtcttcaatc acagagtaat ctcatcatag caaagagctc ttggaaattt 22200
gaaattaaaa gtacaatttt caagaaaggc actaagaaca ctggactctg aagtaggtaa 22260
tatatccttt ttagaaagga aaaaaaaaac aaaataaaat gatttttttt tcatgggatc 22320
attccaggtc atataaaaag ctgtaagaat gaaagtggtg ctggacttag tagaaatcct 22380
ggaagctaga aaacaatgag gttgggcctg caacattgtg gcatgtgtta tatacatgca 22440
tgctcagatg ttagtttgcc aactgatgtg ttggtctgga gatcagatgt gagaacacac 22500
acacacacac acacacacac acacacacac acacacacac acacacacac acacacacta 22560
ttcagaatag gtatccaagg atagatgcca gcagagatga gaaaaaaatt aggcatcaag 22620
ccectagtget ctttgatatt aagagggagg aggcatgaag gaatctgtat tttcttectte 22680
cattcactct cacagtgagt gtttcacact cttcecctectece ctaacctgca gttceccttace 22740
ttgcccatce tcactcccaa ggaatagect tgacttette ttgccagtet cattagetge 22800
taagctccce acgcatgcat tgaattccat ctecctgaatg agggaggcag agcgtgttcet 22860
tctaggaggce aaatggaagg attttaccca ggacagagca tcagttatgce tggatgctgt 22920
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cagtaagtca gggatgataa agactgagag ctgatctttg gatttattga tgtgtaggtc 22980
gtaggtgtgc ttgacactta tgtttcagta gatggaggag atgaagcctg aaggataggce 23040
ataagaacag acctcctaga aagcctgggg gaagttaaga tagacgttcc agtgatgtac 23100
ctaaaagtga caaaattggt agactaggtg ttgttattat atctattatt atagtttaca 23160
taactgttat aactatgttc aatgtatatc taagagagaa ggccttttta ttggacaaaa 23220
agggtgagat gttgtggatt tgatttaatg cttacattat ggcttcccaa attacacagg 23280
gattcaaatg tctactgcca atggctgggce tgggagacag aggcgggact ttgagattcc 23340
ccaggcaagg aactcgaggg aggaagagaa tgaccactgce tgaggatgga gaaggtcccce 23400
acttgagaag tgtaggacag aaagacagag acactgccaa catgtaagag tcagagatca 23460
tggcccagga ggactacagg cctgggtcectg tggcagccag gacagaatat aacataggtt 23520
ttagcaagtg ataattcagg aatattggag gggagagtgt gttagctgtg gggaggtttg 23580
gaagtgccca gcattgagct gtttaagaca tattaaaata aaaggctgtt gtggtgtgtg 23640
tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtg tgtgtgtgtc tttcatttge 23700
aattccacaa cattagggtg gtaggaagaa gtgtgtgcgce acccgetggg atgtttggag 23760
agaattaatt tattaccact tcagggggac atgatttatt tggtagagca atggccttgce 23820
atggttcagg cttctggttc aacaccgaga attttaaaaa atggagctga agaataagac 23880
tgaggaacac tgcatatata aaatccttcc agtgagttaa caaagatagc aaacccgcag 23940
aactatcgag cagtggcaga acacctgatg tggaagaaat ggcgtatgct aaagcaatgce 24000
ccttgagcag acaagaggag atggaattta gtgcatatgt ggggagactg gcatctaagg 24060
agactggcaa gaagaaatca agggcatcac ttgggagtgc ggatgggtgg gctggggage 24120
tgcaggctag ggaaagggaa agtgtggaat actcagggtc agtcaacaaa cccagaaaat 24180
atagcacaac tgtgttctgt gtgtatacag cacagtacag aaaggctgta ttaaaatctg 24240
tgctcgtgga ttttaagtta gcaaatagca tggtggttca tttttttttt ctagececgggt 24300
ttagcatctt gagaatagtc acagaatagg tagagaatgg ccctccatgt tattattatt 24360
ttgttccatg aaagtgtgat tatgaagaga ggccaaggag ctgacagtgt acttagggga 24420
aggaccagaa ggattaccag aaattggtca aaactggagt aaacggggtc attataggag 24480
tgtagctgtg aagaggtgag attaagtggg cttggaagat ttgaacacca aaaggactat 24540
ctgtaccgga gagtcatagce ccgattaaaa actgtaaage ttttecggttt tctcaaatag 24600
tgtctctcac aaagccttge ttgatgtccee aagggctcca tcagtcagtce attcctccca 24660
gccttcaatg gatgcaagct tcacacttga geccccttgge atattacaaa ccatacttat 24720
gtatttgttc tcectttctect aacctgccaa atgtatagga tctcecttaaga gaaacactat 24780
aattattctg tttgtgtcecc tacattgttc ctagggcaga ctcttgaact taggtccaat 24840
aacgaatttc caagtccggt aaggtgagga gaaggtaccce agttgtttta ggttgggttce 24900
cagggaagca cattgggagg tggaacatca cctgtcccat tcaggtcagt gattagggag 24960
tggccttgga tcaactctgg aggcagggag agggatgaga caggattagg aggagtgage 25020
catgaagctg cagtgcaggt tttacagcag cctcataact tcgtatagca tacattatac 25080
gaagttataa atagttaaca taccttgctg gcatttgtet tccecctacca atttgtttat 25140
tattcctaat tcttcagcag geccagttta gtttcttagg tggaattcta ttttgaaagg 25200
cagatgtcaa aatactacat gtatatattt ttagaaatga tgccaaaagg tactctggaa 25260
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tttcatttca ttttccatct caaatttgtc tgcttctgtt ttctecccttt gtectttetee 25320
cccaaggact ctgtgtgctt ceccttactte ctttctetga aacgcacaca tcaacagatt 25380
gtaccttact gtgattaaaa ccgattgcac tgccctcecgtt tgtggaattt acatttttaa 25440
ctatttaatt gtataagaaa aatgtacatg atggttaagg aaatataagt attgatagat 25500
aagaatatta tattttgtgg tacttggggc tttctcagtg ttcttaaaat cccattatac 25560
ttgtttecta cttgatacag ttttacccta gaaatttaac aatcacaaaa atgaccagcet 25620
atcctgggca ttatttcectt gttttgtcat ctgatgctat cttgccattt tgtatcaage 25680
agcacatggg ttatatacac gacttatgtg ctacaagaca ccaggagtga gggactgtgt 25740
aggccagtgg ttctcaaact tcaggacaga tcagaatcce ctgggttcat gctaacgegt 25800
ggattaccag ccggtaccce gaatttctga ttcattaage cagaggtagt accagctgat 25860
ttgcatctct gegttattet caggtgatac tgaagctcectt gatgaggaac cgcatcctga 25920
gaatcactga tagaggtcac agtagtcttt tcccacagag tggccagttg atatacttca 25980
tcectactetg ttggcatatt ccgctttaag ccccccacat ctctacatgg gcattegecca 26040
cacaccacct ggatctatga acatctgcat ctgagtttcce aacacctttg actcettttt 26100
ctectttetet ttctcaatcect cagttgttcet agtgagcatce tactcecttttt ttggcattag 26160
ctacttggtc tcttttaatc tttttaaaaa attggttatt ttatttattt acatttcaaa 26220
tgtactccce ttcecccagtgt cccatccaca accecccccat tecectectet gectcectataa 26280
gagtgcttec cccacctgca tacccactcecce agectcectgec atagcattcecce cctaccctgg 26340
gagcctccac agtaccaagg gtctcecccecte ccactgatge ctgataaggce aatcctctge 26400
tacggatgca gtgggagcca tgtgttctcece ccatgtgtac tttttggttg gtggtttagt 26460
ccetgggage tttgggggtt ctggttggtt gacattgttg ttcettectat ggggttgtta 26520
accccttcaa ctecttcagt cecttecccca actectecat tggggtctece atgctcagte 26580
ctatggttga ctgcaagcat ccgcatctgt atcagtaagg gtctggcaga gcctctcagg 26640
ggacagcttt accaggctce tgtcagcaag cccttettgg catcagcaat aatggttggg 26700
tttggtgtct geccgataggg tggatcccta ggtgaggcag tctcetggatg gecttteccece 26760
cagtctctga ttccattctt tgtccctgca tttectgtga tceccttggtgt gtcaaggcac 26820
ctgggagttg agcttcctet gggtgttgta ggagtgggta gtgagccagce gccccaggtt 26880
tgctctggge actggttcaa actggaagct ggaatcttag aggttttcac cagcactgtce 26940
aatgtcatgt gtgcctctet gtctctatte tcectctacte caaagtatag ataggtgcag 27000
cttagactct tactgtcata gatgtggcta tgtttactga tacagatcta gggaagaatt 27060
ccatgtgtga taagatttca agctccctaa ataaggatgt attctgagtc ttgatcagag 27120
aaaattagat gttcatctac tgtctactga tgttcatctt gctgtccaca gaaaaggaac 27180
tctatgaatt gggattactc aaggatcatt ctttggagag gaagtatttt cagaattttg 27240
gctatggaaa tattatccag gatgaccaca ttccattttt aagaaaaggt aactgtgtgt 27300
gtattgttgt gcattgtgtt ttctctactg tgtctactgt aattattata ttttatgtge 27360
attttgaaat tttaaaaata ttattttcac atttcttttt ctggttcttt tttattatat 27420
gttaattgta tgtagtattt cattatgaca tttttataga tgtatattgt tgcggccgcc 27480
agcagctcge aacatgaacc gttcgactga gaaggctact cgagctgtaa gagaggaatc 27540
tagacggggc gaaagaagaa atggagctaa aacaaattca ttctgatcaa agctcaaatt 27600
ttattgttgc aacactagtt ataaaggaag ggggagggga cccgattccc geccgaataat 27660
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ctctggtecca gtagaaaggt gcacgtgtgt ggctccgcag gttctagcag tgggegtgge 27720
agaccgaatg agcaggaagc tccacccctg agcaagcagg tttcaggctg ggggagggga 27780
gactacagta tataatatag tttgatcata ttcctcectcec tttgccctcet ctttttttaa 27840
tttttcattt tttattacat agtttcttta tctacatttc aaattttatc ccctttceccce 27900
atttccecte tgaccccecece catcccatte ccecctceccecce tgctcactaa cccaccaact 27960
cctgctecct tgtectggga ttceccectaca ctggggcate cagecttcac aagaccaagg 28020
gcctetecte tcattgatgt cccacaagge catcctctec taatatgegg ctggagccat 28080
gagtcccecett gtgtactctg gttggtggtt tagtccctgg gagatctggg ggtactggtt 28140
ggttcatatt gttgttccte ctatggaget gcaaaccccet acagctecctt gggtecttte 28200
tctagetect tcactgggga ccctgtgatce agtccaaatg gttggetgtg aacatccact 28260
taatatttgt caggcactgg cagagcctct caggaaacag ctatatcagg ctcctgtctg 28320
caaggtctgg gtttggtgac tgtatatggg atggatccce aggtgggaca gtcactggat 28380
ggcctttect tcagtctctg ctecatactt tgtctcectgta actecctceccca tgggtagttt 28440
gatccceett cttettetee ttetecttet cecttetectt ctecttetece ttettettet 28500
tttggttttt tgagacagga tttctctata tagccctgge tgtcecctggaa ttcactttgt 28560
agaccatgaa agaccaaagt atccacactg tggtcttcecct tcttecttgaa tttcatgtgg 28620
tctgtgaatt gtatcttggg tatcctgaat ttctgggtta atatccactt atcagtgagce 28680
gcataccatg tgtgttcttt tgtgattggg ttatctcact gaggatgata ttctctagtt 28740
ccatccattt gcctaagaac ttcatgaatt catcattttt aatagctgag tagtactcca 28800
ttgtgtaaat gtaccacatt ttctgtatcc attcctttgt tgaaggatat ctgggttctt 28860
tccaacttct ggctattata aataaggatg caatgaacat agtggagcat gtgtccttat 28920
tacatgtgga gcattttctg ggtatacgct caggattggt atagctgggt cctcagatag 28980
tactatgtcc aattttctga ggaactgtca gactgatttce cagagtggtt gaaccatcct 29040
gaaatcccac cagcaatgga ggagtgttcc tcectttcectaca tattctcgec agcatctget 29100
gtcacctgag tttttgatct tagccattct gactggtgtg aggtagaatc tcagggttgt 29160
tttgatttgc atttccctga tgactaagga tattgaacat ttctttaggt gecttcectcagt 29220
catttggtat tcctcagctg agaactcttt gtttagettt gaacaccatt tttaatagga 29280
ttatttgggt ctctggagtc taacttcttg agttctttgt atatattgga tattagccct 29340
ctctcagatg tagggttggt aaaaatcttt tcccaatctg ttggttgcca ttttgteccta 29400
ttgacagtgt ttttatcctt atagaagctt tgcaatttta tgaggtccca tttgtcaatt 29460
cttgatctta gagtgtaagc tattgttcta ttcaggaaaa tttccecctgt geccatgtge 29520
ttgagactca tccccacttt cttttetatt attttcagtg tatctggttt tatgtggagg 29580
tcettgatcece acttggactt gagctttgaa caaggagata agaatggatt gatttgcatt 29640
cttctacatg ctaaccacca gttggaccag caccatttgt taaaaatgct gtctttttce 29700
actggatggt tttagatccg ttgtcaaaga tcaagtgacc ataggtgtat gggttcattt 29760
ctgggttttc aattctatcc cacagaacaa cctgcctgte actgtaccag tacaatgcag 29820
tttttttttg tttttttgtt tttgtttttg ttttaatcac gattgctctg tagtacaget 29880
tgaggtcagg gatggtgatt tccccagacg ttcttttatt gagaatagtt ttcactatcce 29940
tggtttttgt tgttgttgtt gttgttgtta ttattccaga tgaatttgca aattgtcctt 30000
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tcttactcta tgaagaattg attgggaatt ttgatgtgca ttgcattgaa tctgtagatt 30060
gctttectgeca ggatggccat tttaactata ttattcctge caatccatgg gcatggaaga 30120
tctttetate ctttgagatc tttgattctt tcttcagaga cttgaagttc ttgtcattaa 30180
gatctttcac ttgcttagtt agagtcacac caaggtattt tatattattt gtgactattg 30240
tgaaagatgt tgcttcccta atttcectttcet cagectgttt atcctttgag tagaggaagg 30300
ccactgattt gtttaatttt atatccggcc actttgctga ggttgecttat ctgatgtagg 30360
agttctttgg tggaattttt gggacactta tatatactat catttcatct gcaaatagtg 30420
atattttgac ttcttccttt ccaatttgta tccecttgac ctecttttgt tgtctaagtg 30480
ctctggctag gactttgagt actatattgg gtttgttagg tctgcttaca ggagaacaga 30540
tgagaattta tttacagaag tatgggtacc ttaccagtag gttcaccaca gaagtatatg 30600
tctettecece cectecccaca ccaaccatta ataattatgt gcaaatcctce agagaggggt 30660
gaggcctcat gagatcttct gctcectccatg atatggtgtt gtgggcccaa tcttacaaag 30720
atctcataaa ggtcatggct gttgtgagtt caagagtgta cttgcatttc ataccattct 30780
cccatccate cccctgctte teccatettt agtgtcectt ttecttgatg cttactgagt 30840
gttagatgat ataaatgtct aatttacatc atagcttaac attcaacagt catttattct 30900
cctcatttta accagttatg agacagttac cattgtctaa tgtaaaaaga atctccctgt 30960
tcecccaaact ttacctagca acttagtgcece attagatage gttctttaaa actgaaaatt 31020
tccaggtecte caactgctge atatatttaa gaaacaaatt aagcatgaat aatattagtg 31080
tactttggat cactaagccc atacttcctt aagtttgaat gatttaaatt tatataatta 31140
atgttttgac ctatataaaa gtattttaaa agatctaaaa taggcactgg attaatttga 31200
atgagagcct atctttaaaa ggaaacatac ttattttgct ataaataagt tttggccaac 31260
atgtgcttta tggatttata tctataagat aaatgttaga taattaaacc aaattaaata 31320
ataaggaaga catctagcta caccctcacc tggtttatac tgatgaaagg tactattcag 31380
atgcagcttg taacacttta gcatctcecttt accagaacat gcccctaact aaaaagtcca 31440
atccctaacc aagaatctat ttgcaattta tacccactga gagaggggat ttttttttcece 31500
cagtagagtg acactgggta tattaaccac actccagagc aggctccatt ggtcaatttt 31560
gtgtgtgtat gtgtgtgcat acacgagcta atgcatatgc atgtgtgtgc gaatgtgtat 31620
tcacttgcta tctcetttgtt ttgttttggt attttttgte tttttgtttt gattgagaga 31680
gagagggaga gagagagaaa gagagagaga ggagagagag agagaaagag agagagagag 31740
gagagagaga gggatggaga gagagaggga gggagagaga gagggaggga gagagagagg 31800
gtatgaaatt gggaggatag ggaggtgggg agatctggaa gatgctgagg aaggggaaag 31860
aaaatgatca aaatatattg tataaaaaat taaagctaat aaatacaaac aaaacaaaat 31920
gaaacataaa gaccatttct ttatcagccc ctttetttgg attatcagat gaaatgatag 31980
agcccattat tgttcattga cttggaagaa tatgcgtcat ggaatattcce tttcecettgte 32040
ttgcgtattt aagttttaaa gatgaccatc taagttgaat cttatataca acactggact 32100
tacacaataa ttcccacttc ccctgatttg taacaatcta ggagtgatag gaatcattaa 32160
atataataaa ccaatcagtt tgataggaat cattaaatca ataaatcaat ccgtttggcce 32220
atgatgtcat ttgttcatgg cttctettte ctcatgagag acattttgaa atcttgatgg 32280
catctttata tatctttata tatctgttat atagttagaa aatcccagaa tcttctgata 32340
tcetgecttyg cecttgcataa agttaagcta ttttcecttget cttcattcaa ctttgatgtg 32400
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gcatggttgg taagaaagat gtcctggggce atggagagat ggctcagtag ttaagggcac 32460
tggctgttct tccaaaggac ctgggttcaa ttcccagcac ccatgtgaca gcttacagat 32520
ttcggtaatt ctggtccceg gggatttgac accttacaca gacacacatg gagacagaac 32580
accaatgcac ataaaataaa aacaaataaa ttattaaaat agagaaagct gtcctgtatt 32640
gcgatgtgaa agtctaaaat taactcagtg acttttagga agcttccaca ctggtctcta 32700
aattttacta ttgcttctcect ctctcectetet ctectctetet ctetetetet ctectetetgt 32760
ctectctetet ctetectcetet ctetetetet ctectcectetet ctetetetet ctetgtetet 32820
ctctetetet ctetetetet ctetetetet ctetetetet ctetetetet ctetetetet 32880
cctetetete tetcectectete tgtcectetete tetectetgte tetcetetete tetcectetetg 32940
tctetetete tgtctcectete tetcectetgte tetetgtete tetetectete tgtcectetcte 33000
tctetetete tetetgtete tetcectetgte tetectetgte tetcetectetg tetcectetecte 33060
tctetetete tgtctcectete tetectgtetg tetetcetete tetetetgte tgtctetecte 33120
tctetetetg tetcetetete tetctetete tgtectetgte tetetetcete tetgtetgte 33180
tctetetete tetgtcectete tetctetete tgtcectcetete tetetetetg tetcectetgte 33240
tctetetgte tetcetcectete tetcectetete tetectcetete tetetetete tetgtetecte 33300
tctetgtete tetcetcectete tetcectgtete tetectcetete tetcetetete tgtctetcte 33360
tctetetetg tetcetetete tetcectetetg tetetgtete tetetetete tgtctgtete 33420
tctetetete tgtctcectete tetctetgte tetectcetete tetetgtete tetcectgtete 33480
tctetetgte tetctectgte tetctetete tetectcetete tetetetete tetcectetecte 33540
tctetetete tetcetectete tgtctetete tetectcetete tetetetete tetcectetecte 33600
tctetetete tetcetetete tetctetete tetectcetete tetetgtete tetctetecte 33660
tctetetete tetcetectetyg tetcectetete tetetcetete tgtcetectete tetgtetcte 33720
tctetetetg tetcetectgte tetcectetete tetgtcetete tetetgtete tetcectetgte 33780
tctetetetg tetcetectetyg tetctetete tgtcectcetete tetetetete tetgtetcte 33840
tctetetgte tgtctctete tetctetetg tetgtcetete tetetetete tgtcectetecte 33900
tctetetete tetgtcectetyg tetctetete tetetgtetg tetcetetete tetcectgtete 33960
tctetetete tetgtcectete tetctetete tgtcectcetetg tetetetetg tetcectetetg 34020
tctetetete tetcetgtete tetgtetcete tetetgtete tetetetgte tetcectetcte 34080
tctetetgte tetcectetete tetgtetetg tetgtcectete tetetectete tgtctetcte 34140
tctetetete tgtctcectgte tetctetete tetgtcectgte tetetectete tetgtetcte 34200
tctetetetg tetcetetete tetcectetgte tetetetgte tetcetectetg tetcectetetg 34260
tctetetetg tetgtcectetyg tetctetete acacacacat aaaatagaat tatcttttag 34320
aatcaaatta tgctaatact tactgtttta aatgtcctgg tttgctgtct tatagagtaa 34380
gacagaaagt ctttaccatg gcctaagaag acttccattt tctgattctg tttcaaaatc 34440
atctcttect tggcttctca cttetttcag tgatttggce acactggctg tettgtgecte 34500
cctgctcecage acaagcectca tgctcectttac atgcaggaat attggtgccce accatgctca 34560
ttectaggte tttgecctgge ctgctttetg ttgggtttgt accactcttt aaatattage 34620
ttectggagag gctcttcecect ggttttaaat ggctccccat tcattcaatt ceccttgectg 34680
ccetecatet tgatccctgt atcttgtttt gttgtttteg aacaacttta gcacagtcta 34740
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tgattatgtt tcgtatgtgc ccgtttettt cttcactaga atataaaatc cacataggca 34800
tggtcttgce attccactece ttgaatacga gctttgcagg cacttggctg acttatcatce 34860
ccttactgga ttcattgatg tttgattgac aagccttgag gtacctatac gcttggagat 34920
gtgcttgtga aaccaggagt tatcgactgg cttaaaggat atggatcttt ctttgcctge 34980
aaatgtaact ttctagttca ccccectggg aattcttact cattcacgag ttgcttcectet 35040
cccacaggtg tcccagttet tcacctgata gcttctectt teccectgaagt ctggcacacce 35100
atggatgaca atgaagaaaa tctacatgcg tcaaccattg acaatctcaa caaaatcatt 35160
caagtctttg tgttggaata tcttcacttg taatgtttgg atttagtttc tggtaattge 35220
ttctacagca acttcaagac accatttata caatctgctt ccagataaat gtgtgtagac 35280
ttctgtecta tagattcatt ctgtaggtgt ttttgaatat gtgatcagcg aactgtagaa 35340
ttctatgatg ccttcactaa ttttectcta gagatgagaa agaaacatgt aaagaaataa 35400
aataataata atttttaaaa ttcttttgga ttaaaacttt aacataaagt tagatttatt 35460
taccaatacc atagatttgt aaacaatact tagatacaat gatgctgtat ggtatagtgg 35520
tagttttata tgtgatatta tatagtgtgt tatataatat gtaataaaac acaggcatat 35580
actttgacag cctttaagtt tctttaaaaa aagctttgga aattaaagtc tgaattaaat 35640
tgcatattgt gaatttattt tcatgtccc 35669
<210> SEQ ID NO 24
<211> LENGTH: 7401
<212> TYPE: DNA
<213> ORGANISM: Mus musculus
<400> SEQUENCE: 24
gtagctggga ttacaggaat gtgccaccaa gatggcetttg aaggtttggt tgatgatatt 60
ataaaggctc agctattatg gaatccaaag tatcaaattt cgtaatctat ttgggaggca 120
ttcaaggcta gcctaattta gattagagtt tcaagccage cagggataca aaacaaaaca 180
atccacaaag agacaaactg ttcaaacccce taatttctet tttatctggt accactctaa 240
agcaacaggg aaactctgtc tttgaagaaa ctagcggatyg tgtgttagtyg ggaaacacaa 300
tatggagaca agtggatgtc acagcaaagt ggagagaagt tagttaaatg ggaatcctte 360
agaaagtaca ggatagtctc ttgacaatat cctaagggga ggtagttaga ggattgacac 420
attaggaagg cagaagagag gcggtgtgtg tgtgtgtgtyg tgtgtgtgtyg tgtgtgtgtg 480
tgtgtgtgtg tgtgtgtata cacagatgtg tataagaaac gtatggatgt atagattttg 540
aatccatgcee aggcagggag gtgagcatte tgetggcetet caggaaattc taaaagaaat 600
taaacagagg gtattttgga cttgggagga caagctttaa agaagggtga tgaggaaccce 660
tagggagatc aaggggatta ggtaaatatc atgttggaca gtggggtctt caggetttet 720
tccattcecta gcaccagaaa gccagtagca gacataggac tggagaatct gtgtccagag 780
aatgcagatg ccacagacaa ggatgccaag ggagacattt ggcaacctta aatgagaaca 840
ctgaatagac accagattgc tctaaagtga ctacattaga gccaaccaat ttgtgtctte 900
agtgaacatt ttagtacctt gttcttcagt acaaacaaat accaggcgtyg gtcagctatt 960
ggagtatagt ttccattgtg gaagaaaaac taattatgca aattgaaaca tgaagttgga 1020
ggggtagggt agatactgcc agggcagcag aagatagcgt gatgctattt taaaatcctt 1080
agagatgaga gaacttgtat tcataaaata aagcagtctt caatcacaga gtaatctcat 1140
catagcaaag agctcttgga aatttgaaat taaaagtaca attttcaaga aaggcactaa 1200
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gaacactgga ctctgaagta ggtaatatat cctttttaga aaggaaaaaa aaaacaaaat 1260
aaaatgattt ttttttcatg ggatcattcc aggtcatata aaaagctgta agaatgaaag 1320
tggtgctgga cttagtagaa atcctggaag ctagaaaaca atgaggttgg gcctgcaaca 1380
ttgtggcatg tgttatatac atgcatgctc agatgttagt ttgccaactg atgtgttggt 1440
ctggagatca gatgtgagaa cacacacaca cacacacaca cacacacaca cacacacaca 1500
cacacacaca cacacacaca cactattcag aataggtatc caaggataga tgccagcaga 1560
gatgagaaaa aaattaggca tcaagcccta gtgctcectttg atattaagag ggaggaggca 1620
tgaaggaatc tgtattttcect tettccatte actctcacag tgagtgttte acactcttcece 1680
tctcectaac ctgcagttece ttaccttgce catcctcact cccaaggaat ageccttgact 1740
tcttettgee agtctcatta getgctaage tccccacgca tgcattgaat tecatctect 1800
gaatgaggga ggcagagcgt gttcttctag gaggcaaatg gaaggatttt acccaggaca 1860
gagcatcagt tatgctggat gctgtcagta agtcagggat gataaagact gagagctgat 1920
ctttggattt attgatgtgt aggtcgtagg tgtgcttgac acttatgttt cagtagatgg 1980
aggagatgaa gcctgaagga taggcataag aacagaccte ctagaaagcece tgggggaagt 2040
taagatagac gttccagtga tgtacctaaa agtgacaaaa ttggtagact aggtgttgtt 2100
attatatcta ttattatagt ttacataact gttataacta tgttcaatgt atatctaaga 2160
gagaaggcct ttttattgga caaaaagggt gagatgttgt ggatttgatt taatgcttac 2220
attatggctt cccaaattac acagggattc aaatgtctac tgccaatggce tgggctggga 2280
gacagaggcyg ggactttgag attccccagg caaggaactc gagggaggaa gagaatgacce 2340
actgctgagg atggagaagg tccccacttg agaagtgtag gacagaaaga cagagacact 2400
gccaacatgt aagagtcaga gatcatggcc caggaggact acaggcctgg gtctgtggca 2460
gccaggacag aatataacat aggttttagc aagtgataat tcaggaatat tggaggggag 2520
agtgtgttag ctgtggggag gtttggaagt gcccagcatt gagctgttta agacatatta 2580
aaataaaagg ctgttgtggt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt gtgtgtgtgt 2640
gtgtgtgtgt gtgtctttca tttgcaattc cacaacatta gggtggtagg aagaagtgtg 2700
tgcgcaccecg ctgggatgtt tggagagaat taatttatta ccacttcagg gggacatgat 2760
ttatttggta gagcaatggc cttgcatggt tcaggcttct ggttcaacac cgagaatttt 2820
aaaaaatgga gctgaagaat aagactgagg aacactgcat atataaaatc cttccagtga 2880
gttaacaaag atagcaaacc cgcagaacta tcgagcagtg gcagaacacc tgatgtggaa 2940
gaaatggcgt atgctaaagc aatgcccttg agcagacaag aggagatgga atttagtgca 3000
tatgtgggga gactggcatc taaggagact ggcaagaaga aatcaagggc atcacttggg 3060
agtgcggatg ggtgggctgg ggagctgcag gctagggaaa gggaaagtgt ggaatactca 3120
gggtcagtca acaaacccag aaaatatagc acaactgtgt tcectgtgtgta tacagcacag 3180
tacagaaagg ctgtattaaa atctgtgctc gtggatttta agttagcaaa tagcatggtg 3240
gttcattttt tttttctage cgggtttagc atcttgagaa tagtcacaga ataggtagag 3300
aatggcecctce catgttatta ttattttgtt ccatgaaagt gtgattatga agagaggcca 3360
aggagctgac agtgtactta ggggaaggac cagaaggatt accagaaatt ggtcaaaact 3420
ggagtaaacg gggtcattat aggagtgtag ctgtgaagag gtgagattaa gtgggcttgg 3480
aagatttgaa caccaaaagg actatctgta ccggagagtc atagcccgat taaaaactgt 3540
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aaagcttttc ggttttctca aatagtgtct ctcacaaagce cttgcttgat gtcccaaggg 3600
ctccatcagt cagtcattcecc tcecccagectt caatggatgce aagcttcaca cttgagcccce 3660
ttggcatatt acaaaccata cttatgtatt tgttctcttt ctcctaacct gccaaatgta 3720
taggatctct taagagaaac actataatta ttctgtttgt gtccctacat tgttcectagg 3780
gcagactctt gaacttaggt ccaataacga atttccaagt ccggtaaggt gaggagaagg 3840
tacccagttg ttttaggttg ggttccaggg aagcacattg ggaggtggaa catcacctgt 3900
cccattcagg tcagtgatta gggagtggcce ttggatcaac tctggaggca gggagaggga 3960
tgagacagga ttaggaggag tgagccatga agctgcagtg caggttttac agcagcctca 4020
gctaactcetyg gagagctgtg gaggtggtgg cctatggaga ggctcaggtg tctgactagg 4080
tagtcatggg aggttcatcc caggagaggc tacaactggg gcaacccatc cacctgaggg 4140
agaattcagt ggcaggtcac agtgctcgtc acagcagtcc tacagtgtaa cagcttgtta 4200
gggagtacgt gcaagacctt ttgttttgga agcagtatga tggggtttgg gttggaactg 4260
gtgtcaagta acttctggca catcttcecctt tgcctggacce tcettegettce ttggaacatce 4320
tgccttttgg cccagttact aggaaagaat gtgaattttt aattgactgg agcctatttg 4380
ctetttgttt ccactgatga tcatcatgaa cccatcttga agatatactg ttcataggtce 4440
tctctggaga caatcccagg tcaatatgte ctgtggttge ttgaagttag tttceccattgg 4500
ttttgtttta cttttcaaat tgttctttgt gttttaccag gatgtctctg gttccaagcece 4560
agatctctca ctccggctaa ttttetttga tggtgaagag gecttttcatce actggtccce 4620
tcaagattct ctgtatgggt ctcggcactt agctcagaag atggcatcaa gccctcacce 4680
tcetggatca agaggcacca accaactgga tggcatggtt agtctgagta attaccttgg 4740
ctctgtaget cagtccctgt cteccagagge aaggctgcta agaccaagta aagacctaaa 4800
cgtgcctecga aatcctcecgga gcactgttta tggtagaaca ttceccttggca agcactggag 4860
ttttgaggaa tcccagacct aaaaagaatg gttcectgtgtt agaagctgtg tttggctgag 4920
cttaattaaa atgatgtgac aatcagatta agaaggcatt agattcatta tggtttagtg 4980
agagtaccgce cccctcccaa cccctcaaca ctgggtagtg tggagagaaa gagacctttt 5040
ttcaggcaga ggaggctggg aaccccagga cagggaggaa agaggaattc cccatgtgtt 5100
taaagcagta tattgactgc agtatactga tgtttaattt tatgtggtag gttgatgtag 5160
catttatgat gtgagggtag agacattttg aagatgtctt aaaattctgc tgttactaaa 5220
tagtggtttc agcatccgac ctccatacgt tctectgtgg cctaccagta aattccctte 5280
agtgactctc tgcccatact ggatcttcac tctgtcacca agtccacacc actcccagtt 5340
tagaacctta tgctaccctc gggaagtcat ttgtctctga cactcttcect aaaccctceca 5400
ccetgectte acacattceccece getetttgte gcectatgac tcaaatgage aactggtgtce 5460
ttctagattc cctaacgctce ctcatgtgag catgactttce ttttgtttge ggacagctca 5520
ctatgagtca aaagcatgtg gtcatcattt cactcattca ctcgtgcctg agcaactcag 5580
aggggcttgg acaaatgaga agagatgcag ataattagca gttacttatc agtccagata 5640
tacgatccge agtgatggaa aggctcatct atttctcaga gacttatcca atctcatgaa 5700
tatgttccta tttcaaacaa gcattttttc ccaaatgaat gagtatgtat atcagttata 5760
catacatgta cgtatatatc attcatgtat accatatctc tggaatcttg aaacctgata 5820
acatttttcce cgtatacatc aggcttcaga gtcggcagtt acccacacag tatgtattct 5880
gctaactttyg ctaagtcagg aggcctttat ctaggcgggg gtcttcagga atggagttcet 5940
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caagcgagct gatgctttgt ggctaaacca agctaagaga aattggtcta gttgggaagg 6000
ctataaccag gagactttag agagcagctg gactgaactc cttgtttgtt actgaaggaa 6060
atggcgcecccce agtagcacga tgcatatagt ttecctttaaa gggatgttte cttacacget 6120
gtgtgagtta tagcttatgc tcccaagectc accaatcatt acagattaaa gttaaaaatg 6180
cctaattaca acggcataga ttagacaggt ttgaactccc acgtggacat acagcaaatg 6240
tgatcttttc tcaaactgta aaatatgcat caaatctccc tttctagttt atccttagtt 6300
atgctccecttt gatgcataaa aaaatcccca tttgtccatg ttatgtaage aaggtctaca 6360
atgttctcta agatggttag caaacaatgc cactaagccc ctttceccattt aaaaagctct 6420
ccgtgtgatt ctcgettgtt aaaatgtgtt agctttgact ggttttcttg atgggtctga 6480
aacatgcctg ggtgactatg acaaagcaat atttttctet cgtaggatct gttggtcetta 6540
ctagatttaa ttggagcagc aaatccaaca ttccctaatt ttttccccaa gactaccaga 6600
tggtttaata gacttcaagc aattggtaag catcccagtt actaaagagc aaaaggctgt 6660
ttecttectge tggcaagcac tacacctgca aactcacaat ttatggttta aatgtacaat 6720
ttaaatagtt aacatacctt gctggcattt gtcttccect accaatttgt ttattattcce 6780
taattcttca gcaggcccag tttagtttct taggtggaat tctattttga aaggcagatg 6840
tcaaaatact acatgtatat atttttagaa atgatgccaa aaggtactct ggaatttcat 6900
ttcattttce atctcaaatt tgtctgectte tgttttetece ctttgtcttt ctecccccaag 6960
gactctgtgt gcttcecctta cttectttet ctgaaacgca cacatcaaca gattgtacct 7020
tactgtgatt aaaaccgatt gcactgccct cgtttgtgga atttacattt ttaactattt 7080
aattgtataa gaaaaatgta catgatggtt aaggaaatat aagtattgat agataagaat 7140
attatatttt gtggtacttg gggctttcte agtgttctta aaatcccatt atacttgttt 7200
cctacttgat acagttttac cctagaaatt taacaatcac aaaaatgacc agctatcctg 7260
ggcattattt ccttgttttg tcatctgatg ctatcttgec attttgtatc aagcagcaca 7320
tgggttatat acacgactta tgtgctacaa gacaccagga gtgagggact gtgtaggcca 7380
gtggttctca aacttcagga ¢ 7401
<210> SEQ ID NO 25
<211> LENGTH: 4901
<212> TYPE: DNA
<213> ORGANISM: Mus musculus
<400> SEQUENCE: 25
gctaactttyg ctaagtcagg aggcctttat ctaggegggg gtettcagga atggagttet 60
caagcgagcet gatgetttgt ggctaaacca agctaagaga aattggtcta gttgggaagg 120
ctataaccag gagactttag agagcagctg gactgaacte cttgtttgtt actgaaggaa 180
atggcgecce agtagcacga tgcatatagt ttectttaaa gggatgttte cttacacget 240
gtgtgagtta tagcttatge tcccaagetc accaatcatt acagattaaa gttaaaaatg 300
cctaattaca acggcataga ttagacaggt ttgaactccce acgtggacat acagcaaatg 360
tgatcttttc tcaaactgta aaatatgcat caaatctccc tttctagttt atccttagtt 420
atgctecttt gatgcataaa aaaatcccca tttgtccatg ttatgtaagce aaggtctaca 480
atgttctcta agatggttag caaacaatgc cactaagccce cttteccattt aaaaagctcet 540
ccgtgtgatt ctcgettgtt aaaatgtgtt agctttgact ggttttcttg atgggtctga 600
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aacatgcctg ggtgactatg acaaagcaat atttttctet cgtaggatct gttggtctta 660
ctagatttaa ttggagcagc aaatccaaca ttccctaatt tttteccccaa gactaccaga 720
tggtttaata gacttcaagc aattggtaag catcccagtt actaaagagc aaaaggctgt 780
ttcttectge tggcaagcac tacacctgca aactcacaat ttatggttta aatgtacaat 840
ttaaatagtt aacatacctt gctggcattt gtcttccect accaatttgt ttattattcce 900
taattcttca gcaggcccag tttagtttet taggtggaat tctattttga aaggcagatg 960
tcaaaatact acatgtatat atttttagaa atgatgccaa aaggtactct ggaatttcat 1020
ttcattttce atctcaaatt tgtctgectte tgttttetece ctttgtcttt ctecccccaag 1080
gactctgtgt gcttcecctta cttectttet ctgaaacgca cacatcaaca gattgtacct 1140
tactgtgatt aaaaccgatt gcactgccct cgtttgtgga atttacattt ttaactattt 1200
aattgtataa gaaaaatgta catgatggtt aaggaaatat aagtattgat agataagaat 1260
attatatttt gtggtacttg gggctttcte agtgttctta aaatcccatt atacttgttt 1320
cctacttgat acagttttac cctagaaatt taacaatcac aaaaatgacc agctatcctg 1380
ggcattattt ccttgttttg tcatctgatg ctatcttgec attttgtatc aagcagcaca 1440
tgggttatat acacgactta tgtgctacaa gacaccagga gtgagggact gtgtaggcca 1500
gtggttctca aacttcagga cagatcagaa tcccctgggt tcatgctaac gcgtggatta 1560
ccagccggta ccccgaattt ctgattcatt aagccagagg tagtaccagce tgatttgcat 1620
ctctgegtta ttctcaggtyg atactgaage tcttgatgag gaaccgcatce ctgagaatca 1680
ctgatagagg tcacagtagt cttttcccac agagtggcca gttgatatac ttcatcctac 1740
tctgttggca tattccgett taagccccce acatctctac atgggcatte gecacacacce 1800
acctggatct atgaacatct gcatctgagt ttccaacacc tttgactccect ttttetettt 1860
ctctttetca atctcagttyg ttectagtgag catctactet ttttttggca ttagctactt 1920
ggtctctttt aatcttttta aaaaattggt tattttattt atttacattt caaatgtact 1980
ccecttecca gtgteccate cacaacccce ccattcecte ctcectgectet ataagagtgce 2040
ttcceeccace tgcataccca cteccagecte tgccatagca ttceccectacce ctgggagect 2100
ccacagtacc aagggtctcc cctcccactg atgectgata aggcaatcct ctgctacgga 2160
tgcagtggga gccatgtgtt ctccccatgt gtactttttg gttggtggtt tagtccctgg 2220
gagctttggg ggttctggtt ggttgacatt gttgttctte ctatggggtt gttaacccect 2280
tcaactcecctt cagtceccttece cccaactcecct ccattggggt ctceccatgcte agtcecctatgg 2340
ttgactgcaa gcatccgcat ctgtatcagt aagggtctgg cagagcctcect caggggacag 2400
ctttaccagg ctcctgtcag caagccctte ttggcatcag caataatggt tgggtttggt 2460
gtctgccgat agggtggatce cctaggtgag gcagtctctg gatggecttt cccccagtcet 2520
ctgattccat tctttgteccecce tgcatttcecct gtgatccettg gtgtgtcaag gcacctggga 2580
gttgagctte ctectgggtgt tgtaggagtg ggtagtgage cagcgcccca ggtttgetcet 2640
gggcactggt tcaaactgga agctggaatc ttagaggttt tcaccagcac tgtcaatgtce 2700
atgtgtgcct ctctgtctet attctectcet actccaaagt atagataggt gcagcttaga 2760
ctcttactgt catagatgtg gctatgttta ctgatacaga tctagggaag aattccatgt 2820
gtgataagat ttcaagctcc ctaaataagg atgtattctg agtcttgatc agagaaaatt 2880
agatgttcat ctactgtcta ctgatgttca tcttgctgtc cacagaaaag gaactctatg 2940
aattgggatt actcaaggat cattctttgg agaggaagta ttttcagaat tttggctatg 3000
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gaaatattat

ttgtgcattyg

aaattttaaa

tgtatgtagt

tcgcaacatg

gggcgaaaga

ttgcaacact

tccagtagaa

aatgagcagg

agtatataat

attttttatt

cctetgacee

cecttgtect

ccteteattyg

ccttgtgtac

tattgttgtt

tcctteactyg

ttgtcaggca

Ctgggtttgg

tcctteagte

ccttettett

tttttgagac

tgaaagacca

aattgtatct

catgtgtgtt

atttgcctaa

aaatgtacca

ttetggetat

tggagcattt

gtccaatttt

ccaccagcaa

tgagtttttyg

ccaggatgac

tgttttctet

aatattattt

atttcattat

aaccgttega

agaaatggag

agttataaag

aggtgcacgt

aagctccace

atagtttgat

acatagtttc

cceccecatecee

gggattccce

atgtcccaca

tetggttggt

cctectatgyg

gggaccctgt

ctggcagage

tgactgtata

tctgctecat

cteccettetec

aggatttcte

aagtatccac

tgggtatcct

cttttgtgat

gaacttcatg

cattttetgt

tataaataag

tctgggtata

ctgaggaact

tggaggagtg

atcttageca

cacattccat

actgtgtcta

tcacatttct

gacattttta

ctgagaaggc

ctaaaacaaa

gaagggggag

gtgtggctee

cctgagcaag

catattcctce

tttatctaca

attcccecte

tacactgggyg

aggccatect

ggtttagtce

agctgcaaac

gatcagtcca

ctctcaggaa

tgggatggat

actttgtete

ttctecttet

tatatagccc

actgtggtct

gaatttctgg

tgggttatct

aattcatcat

atccattcct

gatgcaatga

cgctcaggat

gtcagactga

ttcctettte

ttctgactgg

ttttaagaaa aggtaactgt

ctgtaattat tatattttat

ttttctggtt cttttttatt

tagatgtata ttgttgcgge

tactcgaget gtaagagagg

ttcattctga tcaaagctca

gggacccgat tcccgecgaa

gcaggttceta gcagtgggeg

caggtttcag gctgggggag

tcecetttgee ctetettttt

tttcaaattt tatccccttt

cceetgetea ctaacccace

catccagect tcacaagacc

ctcctaatat geggetggag

ctgggagatce tgggggtact

ccctacaget ccttgggtec

aatggttgge tgtgaacatc

acagctatat caggctectg

ccccaggtgyg gacagtcact

tgtaactcct cccatgggta

ccttetectt ctecttette

tggctgtect ggaattcact

tcecttettet tgaatttcat

gttaatatce acttatcagt

cactgaggat gatattctct

ttttaatagc tgagtagtac

ttgttgaagyg atatctgggt

acatagtgga gcatgtgtcc

tggtataget gggtcctcag

tttccagagt ggttgaacca

tacatattct cgccagcatce

tgtgaggtag a

gtgtgtattg

gtgcattttyg

atatgttaat

cgccagcage

aatctagacyg

aattttattg

taatctctygyg

tggcagaccyg

gggagactac

ttaatttttc

cceccatttee

aactcctget

aagggectet

ccatgagtee

ggttggttca

tttctctage

cacttaatat

tctgcaaggt

ggatggecett

gtttgatcce

ttettttggt

ttgtagacca

gtggtctgtg

gagcgcatac

agttccatce

tccattgtgt

tctttceccaac

ttattacatg

atagtactat

tcctgaaatce

tgctgtcace

3060

3120

3180

3240

3300

3360

3420

3480

3540

3600

3660

3720

3780

3840

3900

3960

4020

4080

4140

4200

4260

4320

4380

4440

4500

4560

4620

4680

4740

4800

4860

4901

What is claimed is:

1. A mouse comprising mouse cells comprising

a glutaminyl peptide cyclotransferase (Qpct) gene carry-
ing a knock-out mutation;

wherein

the Qpct gene is a murine Qpct gene;

the murine Qpct gene comprises a nucleotide sequence
of SEQ ID No. 22; and

the mouse has decreased Qpct activity compared to a

wild-type mouse.

2. The mouse of claim 1, wherein the animal is heterozy-
gous for the Qpct gene carrying the knock-out mutation.

3. The mouse of claim 1, wherein the animal is homozy-
60 gous for the Qpct gene carrying the knock-out mutation.

4. The mouse of claim 1, wherein the mouse is a trans-
genic mouse and the Qpct gene is a recombinant gene.

5. The mouse of claim 1, wherein the Qpct gene carries a

s constitutive knock-out mutation.

6. The mouse of claim 1, wherein the Qpct gene carries a

conditional knock-out mutation.
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7. The mouse of claim 1, for use in determining effects of
target compounds on Qpct-related disorders and/or diseases.

8. The mouse of claim 1, wherein the animal carries at
least one Qpct allele where exons 4 and 5 are deleted.

9. The mouse of claim 8, wherein said Qpct allele
comprises the nucleotide sequence of SEQ ID No. 23.

10. The mouse of claim 8, wherein the mouse is a mouse
of the mouse line Pbd2.

11. The mouse of claim 8, wherein the Qpct gene carrying
a knock-out mutation is operably linked to a tissue-specific
promoter.

12. The mouse of claim 1, wherein

the mouse demonstrates a phenotype comprising reduced
Qpect activity compared to a wild type mouse; and

the reduced Qpct activity can be further reduced with
administration of a Qpct inhibitor.

13. A cell or cell line derived from the mouse according

to claim 1.

14. A method for screening for therapeutic agents that
inhibit or promote Qpct activity comprising

(a) administering test agents to the mouse of claim 1,

(b) evaluating the effects of the test agent on the pheno-
type of the mouse, and

(c) selecting a test agent which inhibits or promotes
glutaminyl peptide cyclotransferase (Qpct) activity.

15. A method for analyzing the disease-related physi-
ological function of Qpct catalysis with regard to pyroglu-
tamate-peptide formation comprising

(a) administering of test agents to the mouse of claim 1,

(b) evaluating the pyroglutamate-peptide concentration
and effects of the test agent on the phenotype of the
mouse, and

(c) selecting a test agent which inhibits or promotes
pyroglutamate-peptide activity.

16. The mouse of claim 1, wherein the Qpct is expressed
in specific tissue, particular points in time only, or specific
tissue and particular points in time only.

17. A screening method for biologically active com-
pounds that inhibit or promote Qpct activity in vivo com-
prising steps of:

(a) administering a test compound to a mouse model,
which is specific for the treatment of at least one
disease selected from Mild Cognitive Impairment,
Alzheimer’s disease, neurodegeneration in Down Syn-
drome, Familial Danish Dementia, Familial British
Dementia, rheumatoid arthritis, atherosclerosis, rest-
enosis, and pancreatitis;

(b) determining the effect of the test compound in said
mouse model;

(c) comparing the effect of the test compound in said
mouse model with the effect of the glutaminyl peptide
cyclotransferase (Qpct) gene disruption in the Qpct
knock-out mouse of claim 1; and

(d) selecting a test compound that in said mouse model
alleviate the specific disease similar to the effect of the
Qpct gene disruption in the Qpct knock-out mouse of
claim 1.

18. The screening method of claim 17, wherein said
mouse model is specific for a diseases selected from the
group consisting of Mild Cognitive Impairment, Alzheim-
er’s disease, neurodegeneration in Down Syndrome, Famil-
ial Danish Dementia and Familial British Dementia.

19. The screening method of claim 18, wherein said
mouse model is specific for Alzheimer’s disease.

20. The screening method of any of claim 17, wherein
said mouse model is selected from the group consisting of
PDAPP, Tg2576, APP23, TgCRNDS8, PSEN,,/4s, Or
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PSEN; 1146z, PSAPP, APP,, . ;.. BRI-AB40 and BRI-AB42,
INPL3, Taup,q, 5, Tat,555,, Talg 6, 1124510, H, ,, , TAPP
and 3xTgAD.

21. The screening method of claim 17, wherein the effect
of the test compounds is the lowering of the [pGlu*]AR3-
40/42/43 or [pGlu''|AB40/42/43 peptides.

22. The screening method of claim 17, wherein the effect
of the test compounds is the lowering of the [pGlu*JAB3-40
peptides.

23. The screening method of claim 17, wherein the effect
of the test compounds is the lowering of the [pGlu®>]AR3-42
peptides.

24. The screening method of claim 17, wherein said
mouse model is specific for a disease selected from the
group consisting of rheumatoid arthritis, atherosclerosis,
restenosis, and pancreatitis.

25. The screening method of claim 24, wherein said
mouse model is specific for rheumatoid arthritis.

26. The screening method of claim 24, wherein said
mouse model is specific for atherosclerosis.

27. The screening method of claim 24, wherein said
mouse model is selected from the group consisting of the
apolipoprotein E knock out mouse model and the thiogly-
collate-induced inflammation model in mice.

28. The screening method of claim 24, wherein the effect
of the test compounds is the inhibition of the chemotaxis of
THP-1 cells.

29. The screening method of claim 24, wherein the effect
of the test compounds is the inhibition of the formation of
pGlu-MCP-1.

30. The mouse of claim 1, wherein the mouse demon-
strates a phenotype comprising reduced or eliminated Qpct
activity in a tissue compared to a wild type mouse.

31. The mouse of claim 1, wherein the mouse demon-
strates a phenotype comprising reduced Qpct activity in a
tissue compared to a wild type mouse.

32. The mouse of claim 1, wherein

the mouse is heterozygous for the Qpct gene carrying the

knock-out mutation; and

the mouse demonstrates a phenotype comprising reduced

Qpct activity in a tissue compared to a wild type mouse.

33. The mouse of claim 1, wherein the mouse demon-
strates a phenotype comprising substantially no Qpct activ-
ity in a tissue compared to a wild type mouse.

34. The mouse of claim 1, wherein

the mouse is homozygous for the Qpct gene carrying the

knock-out mutation; and

the mouse demonstrates a phenotype comprising elimi-

nated Qpct activity in a tissue compared to a wild type
mouse.

35. The mouse of claim 1, wherein the Qpct gene carrying
the knock-out mutation is localized in a specific tissue of the
mouse.

36. A method for producing a mouse model for Alzheim-
er’s disease comprising:

breeding the mouse of claim 1 with a mouse model of

Alzheimer’s disease to obtain a cross-bred mouse com-
prising the Qpct knock-out mutation;

wherein the cross-bred mouse has decreased Qpct activity

compared to the mouse model of Alzheimer’s disease.

37. The method of claim 36, wherein the mouse model of
Alzheimer’s disease is selected from the group consisting of
PDAPP, Tg2576, APP23, TgCRNDS8, PSEN,,/4s, Or
PSEN| 1/146z- PSAPP, APP,, .. BRI-Af40 and BRI-AB42,
JNPL3, Taupsg; 5, TaUps37a, TaUga0en, 1124510, H,,,,, TAPP
and 3xTgAD.
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